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w m m 

10 ftat 

I^py^ify (TPO) 1994^^|§B$^fclfiL/J^ra^i)f^HT-T 5 fc 

15 — ;£\ fpy^xfy (TPO) uiry^-fi. jfi/hfe^SrlPlttii-S^PSW 
H^Stfrc-Mp 1 t LTTPO «t VJuKmfe&frbXy^ (M. Souyri et 
al. , Cell 63: H37 (1990) )„ c -M p If*. Jk'hfiiWimBfa. U&&RTflk'b 

tRfcJS&U c -m p l ^m^W^J^g^^^^l^^PW^-S n 

^^tbfc (M. Methia et al. , Blood 82: 1395 (1993) )» LT, c-Mp 1 

20 *hfs y c -Mp i y K#m^»^ii^r -y-fe-r^tKitM^ 

i: LT© c -Mp 1 ^ffiv^fc^^y Mi^P)TPOTfe5ri^$ 

(F. de Sauvage et al. , Nature 369: 533 (1994); TD. Bartley et al. , 
Cell 77:1117 (1994)), 3^E % Mp 1 ttTPOI/t^-iftcStl/TV^,, 
7t#>, TPOfci^TPOHr^-(7)7^7 Mi, <DisL'bt$M.'Pfe<D^ 

-15, md&ft^tfftfo, MZ-t£—*&Fvfc. 
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i>(DX~hZ>1)K ifi¥> -*|Fv©^-7- WK, ~MWm$L [bispecific] 

5— ;?MHF ^iS^Pbtl/"CV^5 (Kipriyanov et al. , Int. J. 

Cancer, 77, 9763-9772, 1998) „ ^fobfc. £ £ &C «t t3 

^^^fct>©T?fc6o Z.(DTc#>, $L#38£Tfi*:<DW{)T- a b BfJtfc if) 

xhmtikr$(D%kffi-t)mm&tLZ> itibtitv^ 

mf»l&tf>5Mb • ±i5»^M4-i-5 E P Og^flsKl*f1-5#L#: (#PJ 2 0 0 
0- 9 5 8 0 O-^-^fB). Mu SKS^^K^i^fttffc (Xie et al. , Nature 
Biotech. 15, 768-771, 1997) ft ifjJS^q £ tbTV^5 0 i:7c, TOP^^-f 

(W099/17364) D Lfl>U M^^tt^-*|F v©^V"7^J;t>- 

f5^/^D-t/« (MABL-lfeiO'MABL-2^) &El#U ^ 

zctKXK), v #1/ Fbrnm^yy'-i-^zfeMi'. ethics. v t bi¥m 

^Sr5l^j^*i~*^ ittjffi— ^^F v ©^V ^-li^ttli^er ^/^^ i 
J^tBL/c 0 [5]+i©^mfi^ ~*i2fW (2 0©H«Viite/2 0(7)LiV 
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%&m <D%m l&v^ t 

10 ££>^, *^0^tt N ^{$^-7- (whole I gG) &—^m.Fv?*4-^ — 

B©u5sifM^ism B n p^#»b5s^i:^BtHb, *mm&$E>f&£itfc 0 tuts 
■^mm<D^m^m^ ^ t p d v«?rf t § w h o i e « d 

r=?=^ h&mifcfc%:mm-r% tx&z 0 

25 »#^2~6, £ L>< f±#* 2 — 4, L< 2 O^tf 3fc^ 
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5 *©HivtWLivi^feotfeJ;v\ 

^W^^tl*^ T P O I't^-^ltWlCli LTS^Wt^-* 
io ^^m<D&mKVftes fr£ b< li l ooHivf «St; l o© Livf 

#^$f*b< 1 OtDHiViiRO' 1 o© LiVii^t?~*iF v © 
20 — Sr^bTii*t$tbTV>5 0 

25 ^lili^ >BSt i 5 i^^/i^7 fto«K. 

(cis/trans — 3 — ~f z r=- cis/trans — 2 — -<l^y^=. U y\ cxs/ 
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trans- 3 -^>^^ XXI cis/trans- 3 -^^ir— Ul/tjtb*) X*h& 0 

*2&W\Z$5\t^T, TPOT^ hf^ffi(^ED50 ^©TP07^h 
10 f^ffi©SlJ^ct <9*^5-^^-e^§ o jy^cte, BaF/mpl^UT7/ 

(D-??Xjh'hm\E}fe&!$Tiyt^ s t heiL^g^^MM (CMK) 
fcik/h^J^GPIIbllla (^CGPIIbllla) ^©fPH, (DA 

iV«HIViW^tt5 I g G^(D whole (J^T, £Hftfri:V> 

20 9) itb^LT^f^±©T POT M^ffl (ED50jC) 

(il0f^±©TPO7^^M^I (ED50fiS) Sr^H-fc^as^LVN, i:fc, 

TPonr^^tufi^t§^ N tpo7^ h flsjs &mwmcm is ftV^H 

fi. hn^xfy (tpo) i:^LTP1^±(7)TP07^^ Htffl 
(ED50ft) fofc(DHmV$MML&2^±.RTfLmvMi& : £2'DSX_t*&t? 
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r^#ij tfi, *ftw<D$mfcmz-mbir, who 1 e 

5 F(ab') 2 ^ 2o£t±, #*L<f±2-6, $b^tt<li2~4, #tf 

* fc mt&mts urn* t \m. ur, 1/10 eiT©»a^tff^ (edso ^) & 

15 «PJ|j:±M»©T P 07 h t VX<D$imKmir% 0 

*&wi$±ffi&2m#&m v tpo t^y^-^M-r a r £ ^ £ 9 «^ 
20 *^s^f* N ±tmm^^^M^-t \^x^t?jk^mm&&m%tm^(Dmmte 

^mm-i, TPOi/i?7^-^lt5'ilcJ: 19 TPOT^^ M^Jl£r^ 
-T> ^©HiVft^r 2o^t>'LiVHi?: 2 o^±^fr&^rCft:<2;^ 
25 y - ^y^Xlil^T'fcot, 1) TPOVt^-^S^fc^t 
5, ^©HiV«^ 2o^±St5LiVt«^ 2ol^±ttft»^f I 
U 2) TPOl/t^-^Lt^SimilStMWi:^*^ 3) 
T P O r i t i ^) i«(u4f 5 T P 07 ^'^^ him& 
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■fcmJW&miiyfte. Wgc& (mono-specific) «f$T*t, ~fi#^t£ 
5 (bi-specific) ^^nf£#£)#l[#Mt4 (multi-specific) 3^^irC1^"C feotfc 

0^L<^— (mono-specific) $:^jl{$-?£> 5 0 

h^Cf$lil5)5(DH^VMTO^L0V^» N itliWO 9 9/1 0 4 9 4^fg^ 

■So 

h^/7o-t/«LiVlt©7Wi.!7-7ii (FR) £ fc h J^^ni 

fLKife (Wfcfcf, yyK tyj;, fvw^if) ot/^p— ^ 

t/L^OL^Vfgi^CQtSttte^r^'nS^ (complementarity determining region ; £k 

20 HiV|i©FRi:thWili?Li«) (#'R«\ -v*;*, 7->h, fc S> 

mi&frbMf&£fo% 0 Z.(Dm&. CD R&cfctFF R (DT 5 / ^1B?IJ£— 

25 $£j (#iJxJi\ 7 7 £V % fcyv\ -tfvK ^yhU^^) ©*/7n 

-t/«A*©HiVMt>'/Xi±LiVftl)^$tl6. l©i^, C 
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mz.t£t hmm, -^'}*mmte¥(D ! mmm&, xn^mn, fern®, wt&te&o 

5 3„ 

•So 

15 i&tc, *38WOTPOT=f=^ b&£&#<£r^aiJ*#£ LT-g-Wi-^iSM^j 
2oJ^X^tf D SII^trCf*^*^t Ltii, L< ftlOtDHiVtW 

25 i~5 0 
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y ^sa^ij £r l l §i v ^ t w k *3 s l m V fR^ ^ § 3 ^ , 

«B^©LiV^iat fulBL^V^O^-efeoT, stunts Sr^i" 

20 frgjjii^gitt (cd r) 

tt#^jfi$C (CD R) {C«t VmW^nX^Z) (Rabat, E. A. TSequences of 
Proteins of Immunological Interest] US Dept. Health and Human Services, 
25 1983) 0 

mmim^-? (fr) <d^<(ow^ b-^- bmit&kv , 



WO 02/33072 



PCT/JPOl/09259 



10 

5 / ^Bfi^lJ t %M&~f 6 n t \Z. £ o Kabat, E. A. £> , 
5 TSequences of Proteins of Immunological Interest] CO^^.M^h ^tii't ^- t 

— 7|g^F v 

(#l¥ll-6 3 5 5 7f)„ $ b^. *«SF v Mfc^T. 

Hfifa -51^^*5 i t//^ re n c d r ©— ^ t. tM^(DT^y mmm <d—u & 

25 [H^V«] - [L^V^] - [HilViM] - [LiVi* 

[Livw - mmvmm - [Livtii - [Hivti] 
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m*j£. Protein Engineering, 9(3), 299-305, 1996 Kffi7jk £ th& V V# - 
Ser 

G 1 y • S e r 

G 1 y • G 1 y • S e r 
10 Ser-Gly-Gly 

Gly-Gly-Gly-Ser 

Ser -Gly-Gly-Gly 

Gly-Gly-Gly-Gly-Ser 

Ser -Gly-Gly-Gly-Gly 
15 Gly-Gly-Gly-Gly-Gly-Ser 

Ser - Gly-Gly-Gly-Gly-Gly 

Gly-Gly-Gly-Gly-Gly-Gly-Ser 

Ser - Gly-Gly-Gly-Gly-Gly-Gly 

(Gl y ■ Gl y • G 1 y • G 1 y ■ Se r)n 
20 (Ser ■ G 1 y • G 1 y ■ G 1 y ■ G 1 y)n 

[n«l^±©»T-fc5] W5ri^5 0 ^bV^U^-^^K 
©ft^^i^5^iaoti/i5^, — ^t!F v ^fcV^Tteil^ 1 ~ 2 

i^^tp— *m&2&Lmz&^X^ [HiVi* - [LiVfi*] (Xfi [L 

Wfe-tZfcVXD^zf?- Ky t±l~ 3 0757^ 0*U<fil~2 

$bti!ftt<fi3~1875/it'&5 0 3=fc, [HiVii] - 
[LiVW (Xti [LgtVfcWfc] - [HiVW]) d^^^P-^I^ 
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fflV^tvO^$£»k «itfN-l:KP^^'>W^ K (NHS) 

(DSS), tf* (^*7^^y^v^) 
b (BS 3 ), v^^tf* U^W/f^^olft^b) (DSP), v> 
^If* (^;l/*^y v^/o h) (DTSSP), ^V^-? 

10 U a-A'W Uy^v^^^M (EGSh vy^ijn^ 
tf^ (^^^^y^5^y^F) (^/l^-EGS), i^^v'W 
^^MB^Sifeta (D ST), ^ i/y-f 5 ^S^I U;^-DS 

tK ^ [2- (^^yw^m^^/vt^y) ^^-^] ^./^^ 
(bsocoes), tr;* [2- (^M^yyw^ Kt^y*/^/^^ 

15 vO J^/U] X/U7ts> W-BSOCOES) f-£¥X*foV)s Zthh<D$&mffl 

20 L<ii8o o /o»j:, u< «9 o%^±y^-v— -fb-rs^^iib^y ^^7 

~i 07$;i, ^Ttfir^^te^i-atoy ^#-#03: uv\ 

t p o wi?^^-^#^i^^^i-6^^7cf«^^f**^ 

25 OHiVUSi Lgrm^^itff^y y*-^tTl^t5i £fcJ: D#b 

tb5 0 -*IF v ©^ijt LT, WO 9 9/1 0 4 9 4^f3*o$^5 1 2 B 5 45l#\ 
1 2 E 1 0^l^3llt§HiVfi^ L^VM^^Wi~S fcOtfSWbftSo 
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mm^/? n-t/«s*©Hiviii LmvmM*ft-fz s c 1 2 b 5 

(!Jy*-: scl2E10 (^^-: 157^yi), db 

1 2 B 5 ^-f -v— ( U — : 5757i), dbl2E10^v- (]) ^13 

10 ^W^&^&ff^^Sfc&iai. ^^-KtSDNA, IP^-*IFv 

S^fcSo r^^DNAtt, Mx.t£ scl2B5 N d b 1 2 B 5 , scl2E 
1 ORtf/Xfed b 1 2 E 1 0(Dm^nmmF v ^^OHiVliWLiV 

-^&jiv^^y ^-if^afc (pcr) mzzvmmi-zzkfckv&z 

fflv^5^©^!aoTixtttfio75yi«f^fc, ant, 1 h b< » 
20 ti©7?yi^ em^ e< fif^n^tbfcT? y^ia^ij^w-r^v^^ 

PCRMV^l 2B 5$ifcRXFl 2E 1 OfofccD L^V^^i#ifiI 
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KT"^^^— &Jhi&©J: 5^^i~S 0 W-LT, 12B5«I>'12 
5 WSgf*H i n f I§]»fgP&Sr*t^i-5Sa^jGANTC^^-L, ^LT3'-t|c 

d - ^ ^ ^-r 5 fc tb \zm v ^ e> ti% PS !9 , mmmwmm&x* 

10 #^|Sft^tb/cP CR^y^^ &/8V^T N 1 2 B 5 12E10fc 

^V^^=i— c DNASr Jtfbb<D 5' -^t>*3' -^^V^TiiiS^ 

a kS?iJ©iAia «IRsW£r±ff 3 «fc 5fcX5fc&*vCV^) 0 -tub© 
15 -7=7 — ^V^TP CRtCj; <9iiitiILT#7c 1 2 B 5 #C#\ 12E10^© 
#V«^, BfM^t bC^*SfeSr-ri?^W-t-SHEF^m^^^- (WO 9 2 
-1 9 7 5 9#i) ^}fAbfc 0 ^n-^{b$tbfcDNA^E^m^ffi^OS 
Sfc N {^IxJ^ glDNA^^xyf- (Applied Biosystems *±®[) £fflV^?T 

— Ki~<5 =fc 5 ic^^^r^— SrKfh U £*i,£r/B^T p c R2t?t 5 rttiorBf 
25 ^t§ri^#5o ^bT, iDNA^LTHiVi^^LlVi^^ 

- Ki-«DNASrjg3fe^-tb«, BffH©^:^ Ky ^-^^s^MPj^&^t 

= - Kt 5 D N A*#5 ^ t ^s-et 5, ££>Ki, 1 o =3— K"t* 
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^fc, ^8Wtc*3tt5afe3E^©#^V^«, «©gf (Mid, Sato, K. 
5 Cancer Res., 53, 1-6 (1993) £r#f$C£ £ £ ) SrfflV^S r. £ Kl «fcot\ t M 

^W^&^JLfW, -JS#^'I4 (bi-specific) &$LffifcVihZ>W&* 'MSKD 
(Miil W09413804 #^$RKfB* i-J: !)fflt5lt^5„ 

20 Kt5DNA«^till ^rthb&'&ii't&mm*^?-. RV* 
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10 <fi N *|§0J!©&^fWi?LiS«, m^COS 7«XttCHO«^ 

5li^-e#^ D MXL^> thf-f h^^/P (Human cytomegalo- 

virus : HCMV) mT^ (immediate early) ^P^^-^lf^O^fJ t 
15 V\ HCMV/o*- ^ — £r^Wi-3^i&^ ^ HCMV-VH- 
HCyU HCMV-VL-HCKMoT, PSV2ne oti*f57°7^ 
5 K^^— (irii»0 9 2/1 9 7 5 90M) &&&£tlZ 0 

20 ^-Y/i^ v^T^I^/l^ 4 0 (SV4 0) ft if© ^^/^^d^E— t 
h • * 0 !i^7°f K^« — V • xpy^a y-77^^^1a (HEF-la) 

& t*<Dm%W)mmm »7 t o^ ^ — ^ v £ v \ #ij ^ s v 4 o © y a 

^■^-^ — ^{t^-rS^fi. Mulligan, R. C. 6©M (Nature, 277, 108-114, 
(1979)), £fc N HE F — la ^ & ^ — $ ^WjisV^-, Mizushima, S. & 

25 ©;W£ (Nucleic Acids Research, 18, 5322, (1990)) iC^X.^mM^MM't' ^> 

(or i) t LTf± N SV4CK tK U ^ !7 fr* s TxV <7^ 
^ s t° n — ^ r> ^ (BPV) ^©iiljfc© o r i^S^t^t'i $ 



WO 02/33072 



PCT/JPOl/09259 



bfcZS^L^? % — t bT, *^*h7^7x7-ifAPH (3 

') IIfc5W±I (neo) itfc^ ^-^v'Vdr-T— if (TK) 3HS£^\ TCfll® 
^l^^^^— y'T=- isifr^ik y t^vVV h 7 ^7^7^ (Ecogpt) ijt{S 
KP»ot7ng#* (DHFR) atfe^^tfi <b 3*T?# 5 D 
5 Jr^cDJ:5^«Ufc»^f*^^^'ftfi, yWA/Tj/t^ (R 
I A), ^iitiftMiSfe (el isa) tfcfi*®7'7X ; ey*i|^oK 

Kfe^ L 7c t&^J», iitfCOS 7 MX C H O » £ b N ftfrf Bi#* b 
i*fcif«r/BV>5„ Mxifl 2 B 5^f*. 1 2 E 1 0fct#©4&-£fcttfc 

in vitro T'Ov^^feiiSlj&flMB ©R«©^58, 5Mb«i2**;/tW: 

fifc«©JW*. ik/J^^0^. t p o i/tT'^-^ y^V K© P ySMfcf ) fi> tfc 

In Vivo f©WI^f^Ji(^^^^ MPL HlltS*;^ p— 7*/^^ 
XtrL«*V«JK^2o^±-g-tpQfe^#:4:fWb, M^.«T±SB© In vitro ^fcf* 
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in vivo -vtDmBst^MkKx v*mw<D&mfofc&x? y-^ym-^tao 

&&W<D&$E#CmiL. 2 oJ^±©Hl Vii^t; 2 oa±© LiVf 0* 
5 ^ 1 O© LiVf ^^if-*iF v 0^V-7-, Xte2o£JUi<DH£*V^o 
k&^kX\ (D^rJ ? P ^>Vfcfc<DfcmM^\tL<DtLW^^W& b 

'bum^mts: k*<Dmmm t \^x<omm tmn ^n^ 0 -ait* ri ra^ «t § 
15 jifiji: ^xmwm^nn^fb, r ut^tK 3 h^^^^^b^^^^^s 



L-l, MABL-2ttM14t5M7'y K— ^ MABL-lMAB 

l- 2 »± % ^mu^m^ummxh^mMMmmizmi&m^^^^mm 

25 STO (Mo< f^TtTm-Tg lf3f) fc. 1 9 9 7^9^110^ fK# 
^tbWFERM BP-6100, PERM BP-6101ibtW 
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5DNA©^P-Wli) 

t h I APIu^f^^^^^y ^ n — "7"/^|^MA B L— 1 RtMA B L — 2 

1. 1 ^;t^t-RNA (mRNA) gjl 

/^-Y^y K— vMAB L- l&tXMAB L— 2^b©mRNA^ mRNA 
Purification Kit (Pharmacia Biotech f±M) grfflV^TpffiJ Lfc 0 
1. 2 ^IcDNAO^ 

m ljig ©mRNA J; 19 Marathon cDNA Amplification Kit (CLONTECH tfcjR) &r 

Thermal Cycler (PERKIN ELMER %tM) V^T P C Rife^fr o 7c 0 

(1) mab l- 1 LfyiiiHr K±6^fj£^MM 

p c Rife^ft^-f s 7 -f ^-tt> r -(owimn t ^ -? y x-r 

: Ku^t7W-7°7^v^-l (CLONTECH %t#) N &t^?*# 
5//^lLiC 'pI^SB^IJ £ ^ X V #4 Xi~ 5 SB^J#-§- : 2 i:^fMK C (Mouse 
Kappa Constant) -fy 4 (Bio/Technology, 9, 88-89, 1991) £r/SV^7c 0 

PCRM5 Oplfl, 5pl©10xPCR Buffer II, 2 mM M g C 1 2% 
0.16mM dNTPs (dATP, dGTP, dCTP, d T T P ) N 2.5^- 

h©DNA*°!J ^ 7^ AmpliTaq Gold (£XJz PERKIN ELMER fch£0 % 0. 2ji 
M©IB?tl## : 1 \z.7rct7&~?9— -fyA^r^- 1 0. 2]iM©iB^J## : 2 
MKC^7^v-^t;MABL-l^©Z*IcDNA 0. lpg^tU 9 

A°c(DwmB.m^x 9ftm^t i.xmc9 41^1^, 6 o°c^t i^p H mtK 

(2) MAB L- 1 HlVM^a- K±5 c DNA^tjfti 

P C R(D±^(DZf9^-^— t IsXmZm^r : 1 \ZtfT7 -X y 4 1 , 
IkTJfWM&fy : 3 (c^fMHC-yl (Mouse Heavy Constant) y°y^-^ — 
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(Bio/Technology, 9, 88-89, 1991) £rfflWc D 
cDNAOifitt, 0. 2pM©MRC7 B 7^-7- ©ffcb (9 0 . 2nM©MHC 

- Y i zfv4^~^m^^xmm\^fc^m^^x^ stria 1 . 3 (1) \zm^xL&v 

5 (3) MABL-2 LffiVfjgJBfc&J— cDNAO^g 

P CR^/e^^-f ^—t LTIB»^- : 1 te^T tf-fZ-Zf^J ^ — 1 , 

c DNA<7)i|i|iIte; N MAB L - 1 i*©Z*ic DNA 0. lng©^^uM 
AB L- 2 S5fe©-«c DNA 0 . ljxg £JBV^Til*S Lfc^SrfifcVvT, fuf B 1 . 
10 3 (1) ^*5V^TMAB L- 1 L^V«atfK-?©±itfig^oV^Tf2«6bfc^^[W| 

«fc Dff-oyt 0 

(4) MABL-2HiVti^^ - K±5 cjDNA^Ml 
P C R fc 7 -T^^ i LTia^iJ#^- : 1 \Z.7f1tT#°?* — 1 . 

R.t*Si#I## : 4t*tMHC- y2 a -fv^^^- (Bio/Technology, 9, 88-89, 
15 1991) £rfflV^c 0 

cDNA©fifi> 0. 2pM(DMKC7 P 7^v-©^DH:0. 2jxM©MHC 
— y2 a ^7 §r>ffi V^"C±| | if'S L-7c^^:I^V^"C s tut 3 1 . 3 (3) fc^TLgi 

20 lft|B©i:5^b-CPCRfe^J:t)i#<ib^.DNABf>T-*'QIAquick PCR 

Purification Kit (QIAGEN ^fflV^igb IffiM EDTA^ttS 

lOmM Tris-HCl ( p H 8 . 0 ) bfc 0 

i. 5 jiMilii 

-blBOj; 5fct-CilLfcMAB L- 1 i^v-)^* j/^SLlVf^n- 
25 KtSt^^T^SDNAlfjt^ 1 4 0 n g GEM-T E a s y 

^ ^ — (Promega £LM) 50ng^ 3 0 mM Tris-HCl (pH7.8), 
1 OmM MgCl 2N lOmM F^K 1 mM ATPM*3^ 

T4 DNA y — if (Promega ®M) %>&.JfoM&m$>X\ 1 
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lp. 1 <D _hlBiS^M^ & JkBM DHSaWnyff^F 'Wife (M&m± 
M) 5 Op U^Px., %:LXZ.<Dmm&fo±X*3 Oftffl. 4 2°Cttl^n^UT 
WtJ«7KJLT 2 bfc D 100iil©S OCfJI (GIBCO BRL f±$S) £ 

5 MX., 10 0pg/ml©TytVyy (SIGMAttl) IrtftSLB 

(Molecular Cloning : A Laboratory Manual, Sambrook Cold Spring Harbor 
Laboratory Press, 1989) ^^gitiUi^ ^ <^fli0£^^ U 3 7X,\CXfeW& 

m i,x±mm^m^mPf^ntc Q 

~<DJ&1Rfe&:{£%, 5 Opg/m 1 ©jyt'^y y^Wt5LB**3m 1 >P 
10 T*3 7°C^Ti^-^i#^b, ^Ltr©ti»P) QIAprep Spin Miniprep Kit 
(QIAGEN ^rfflV^xy^^^ KDNA^ilLfc 0 

~5L-T#b^/c, s^^D K^vMAB L- 1 & 5 ? * # y/^lL 
|V«3- K-rSjtfK-^^^-rS^ 0 ^^ 5: K^pGEM-Ml L L 

V^^r = — K-rSitfK^^^-rS^ 0 ^^ 5 KSr*f»DNA»f>T-^e>f^KUs 
pGEM-MlHi^ Lfc 0 

£fc N /^^JJ hWMAB L- 2 \Z.&M1r ^^SLiVtH^n 
- K-rSite-T-Sr-a-W-rST 8 ^^ 5 KSrWftiDNAWf^bfNKU p G EM— 
20 M2L^Lfc, 

^7c, K-7MABL-2tft*f5-7^^HiVl^3-Kt5 

5 KI:ilDNA|fjt^b^lL> p G EM— M 2 H <t: 

fis& l>7c 0 

H»J2 (DNA^SBB^J©^) 
25 SfrfBO^^^ 5: K^CQ c DNAn- K^S*fc<£>£&£E?!l©ifej£te % SRlDNAv' 

-^^t- (Applied Biosystem ?±®D PRISM Dye Terminator Cycle 

Sequencing Ready Reaction Kit (Applied Biosystem t±M) £rfflV^T, ^— ^7 — 
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-^=7 7^ 5 Kp GEM-MI Llu^^tlS-^^^MAB L — l^OLiVf* 
*fc, y^^^ Kp GEM-MI H(Ctt^5"7!>^MAB L - l^©Hi 
^fc, ~?"7^ % KpGEM-M2L(^tJl5-7^MABL-2»Li 
£fc, KpGEM-M2H(^ttl5vt>^MABL-2^Hi 
HMI3 (CDR©^) 

40©7WA!7-^W3oOl^m @P^ffiMte&^«< (CDR) 

TV^^ CDRfiOT 5: y^Sfl?IJO^'|4fi^*Ti«V^ (Rabat, E. A. 

TSequences of Proteins of Immunological Interest] US Dept. Health 
and Human Services, 1983) 0 

3HB#© 75/ &@B?IJ & K a b a t £> M <fc 9 fm £ fo1d&m(D 757 BfeHB^J <DT' 
— -Ctea?\ tBlRlttSrW^Sr.^^J: 5 CDRSi^ll^o< 



p GEM-MI L 5 

p G EM — M 1 H 6 

p G EM— M 2 L 7 

p G EM— M 2 H 8 



CDR(l) 

4 3-58 

5 0-54 

4 3-58 

5 0-54 



CDR(2) 
7 4 — 80 

6 9-85 

7 4-80 
6 9-85 



CDR (3) 
113-121 
118-125 
113-121 
118-125 



:Jj&0ij4 o — >>ikc DNAcDlgi&t^llfB (^7MABL-lM^ 
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^ 7MAB L- 2Wt<Di¥W) 

4. 1 7MAB L- 1 ffiflcgB^,^ (Di^U 

7MAB L - l^mt5^^-^It?>fc^ I:ti,^tb-*VX 
MAB L- 1 LiMiVW^n- Kf 6 cDNA^P-ypGEM-Ml 
5 LR^pGEM-MlH^PCR^J; 9tf»Lfc 0 ^LTHEF^^^^ 
(B^P^#W0 9 2/1 9 7 5 9#B8) (CigA L-fc 
L^V^©fc^<7)Sij^^7^^— ML S (IB^J#-§- : 9) ^t^H^Vnl^^ 

7c^(DBfr*-^7-r-^-MHs (ia^i## : io) « N ^©vii©y- la 

mcDM^m^^^ Kt^DNAt/^ -^y ^-f XtloKo z a k^^i?>-^^K 

10 m (J. mol. Biol. , 196, 947-950, 1987) RZPH i n d III Ummm^it^ 
i~S Jt 5 KWm^tc a LiVW©fc*©f^7-Y^MLAS (IB^IJ## : 
1 1) RUtHMvm^f-frtD&Jj^vJ^—MHAS (gflM## : 1 2) 
J«(D^S^^- Kt 5 DN AB^J ^ y ^ X 110^^7^ ^ K^ 1 — 
BaM&tfB a mH I ^JPSSflimi^-f 3 «t 5 ^ff Lfco 

15 PCR^SlOOplil 10pl©10xPCR Buffer II, 2 mM MgC 

1 2% 0.16mM dNTPs (dATP, dGTP, dCTP, dTTPh 5 
=>-^ y h©DNA^!) * 7— if AmpliTaq Gold N 0. 4pMf 0(75=&^°7 -Y 
XVSng^ilDNA (p GEM-MI L^t/p GEM-MI H) ^tL, 
9 4 "C©D]itai 1 1 9 ^FbR 1 t 9 A°C\Z.Xlftm, 6 O^TIt)^ 

20 U«7 2 o CtTl^ v 2 0 d ©WMi^-eAB^ Efc 0 r. OtUtlM ^ 3 5 m&. 

& Lfc^ x SJftMl^&K^ 7 2 °C-C 1 0 ^|»^ LTCo 

P C R^fej5g^^ QIAquick PCR Purification Kit (QIAGEN &®0 ^J^TffiM 
U Hind III&OT a mH I T?$HfcU ^ Lt LiVW-OV^fi, HE 
FM^^^-HEF — k HfVf iiCOV^fiHE F^§^7 ^-HE F 

25 -y \^fb^M n— ^^'L7c 0 DNASa^J^©^ JELV^DNAga^J^^ 
-t&DNAWrK 7* 5 K^M^HEF-MIL, HE F — M lHi 
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c DNA©fiM^ p GEM-MI L^pGEM-Ml H 

CO\Xf?V) \cp GEM-M2 LWp GEM-M2 HSriSMDN A^^g Lfc,&£: 

l^x, atria 4. i^jov^Tfa«6bfc©^[wii:^fe^j:i9±iii!gRtJ<^p--^^ 

*5 K^tl^HHE F-M2 L x HEF-M2Hi:^ Lfc 0 
4.3 C O S 7 %®8&^<Dmte^-MA 

7MABL- l^tffc&tM^ 7MAB L- 2#Cf£(£>— m&^&U^ir % 

(1) 7MAB L - 1 ^^afe^f A 

HEF-M1L^HEF-M1H^^^-^, Gene Pulser^M (BioRad & 
Si) ^ffl^T^^ b n # U-V g y (U "5 C O S 7 Lfc 0 
4DNA (lOjag) ts PB lxl O'ltt/m 1 ©0. 8m 1 ^^^7 h 

1 o%<D y- ? ^y* y y i/m^M.m^^ir sdme wti&mWL (gibco 

brlm) ^px.fc 0 7 2npg«i^ mm±m&M&. &>t>frmfc£V)Mm 

(2) ±£ 7MAB L- 2 ffifrcPj&fc-T^A 

^ 7MAB L- 2trCft:jtfK^(^#A»s HE F-Ml L £: HEF-MIH^ 
^ ^ — <D{Xt> K> I^HE F -M2 LiHEF -M2H^^-^|V^^I^T, 

itfjffi-4. 3 (1) tzm^\^tc(Dtm^mz£y cos 7mmzmwj&w&$:^, 
h y-^fTofc D t h 1 AFzm^irz^y^&ikmmmWL 121 o« 

4x1 0 5 {@i^ 3^ 7MAB L- l^SrMJttCOS 7«(7?i#*±?ffe 
^l/M*^ 7MABL - 2^M^*feCOS 7 *0HJ&<£>Jg*_tfjf fo § V Mi 3 
yfn^LTt hi gGlttft (SIGMA ^^P^l, tK^^T^^^t^^ 
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-Vg >RXfim$KD&* F I TCflSWfcL^fc h I g G4jl{$ (Cappel fct»D &2Jn 
;tfc 0 ^^-<— v-3 ^&0«ife#tf>^ FACScanil (BECTON 

dickinson %twk) ^xmyt^mzmfe^fco 

*<D1&^ ^7MABL-lMW7MABL-2^fl thIA 
5 P^it^L 1 2 1 0 W^^t^Lfciilcj:^ r*bb<E>3^ 7#L 
^Wry^^E-y ^ p-t^MABL - l^O'MAB L- 2 (D^tl/^tb© ViH 
*S<753ELV^agSrW-t-5^ i:* s KbJ5^^o7t (EI 1~3) D 
^Ufi^ 5 (SS^MA B L - 1 ftfcRTmto&MA B L - 2 ^fa-T^gC F v 
( s c F v ) ©f^54) 
10 5 . 1 SMMA B L - 1 ffifls— #M F v ^f£|j 

fflS^MA B L - 1 *iF v ttomz bT^M bTCo mifj&MAB L 

-l^H^V^, yy^-m Stmi^MAB L- l^LiVt^Sr 
^^PCRfeSr^V^HIfSL, &m-f%^kKJ:V, Sf^MABL-l5i 
v ^0 bfc 0 £ ^iSfeSrEI 4 K^^m^-to nm^MA BL-l 
15 *iF v©j^©fc46^6{ia©PCR7 P ^-l'^— (A~F) Mtfc 0 

^7-f^-A, C&t)*Ete-fe>-;*ffi?IJ£^U ^^-r-^-B, D^t>'F«T^^- 

H^Vfg^TtfeOHfr^^^-r^-VHS (/y^^-A, IB?U## : 13) 
E\ HlVi^©N*ffi^3 - KtSDNAtM/D ^XLIoNc o I fM 

HAS (zfy^-^—B, WZm^ : 14) HiVfiOC^Irn- Kt5 

y ^^—(Dt^^m^y"^^^— l s (^-f-^— c N ia»-^ : is) 

y ^y(7-^N*^^^- Kt 5 D N A iu/N^ y U X Llo Hi V W© C * 
W7^^LAS {"^"7 4 t — D, SB»#: 16) fi, y>-77-c75C^ 
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LiVWOfcM^y^f^VLS IB^J#-^ : 17) 

fi N y y*-©C^3- KtSDNAiW^U ^XLIoLiVli© 
N*S5r^- Kt5DNAlct-/^7 s/^t5J:5 CTtfbfc 0 LiVft© 
fc*®^7^v-VLAS-FLAG (T^^—F, SB^J## : 18) fcfc N 
5 LiV»C»n- KfSDNAIW^y^XtioF LAG^f 
K^^— Kt5E5!l (Hopp, T. P. bs Bio/Technology, 6, 1204-1210, 1988) N 

2ffi<Dlfc2fW±=t K^WE c o r i MPS^milfelfP&^^-rs «fc 5 ran-bfc 0 

P CRSPgfc&V^T 3o©gffrA-B, C -DXt/E - F &ffV\ ^ LT 
#PCR»^«iLfc 0 I-PCR^^#bnfc3o©PCR»^tl 

Si^MABL-l^-*iF v Sr=i— K-r«^DNASrJ##ILfc (H— P 
CR) D &*3 % B— PCR^joV^Tfi. SftfigMABL - 1 ^frHgtVffiifcSrra-- 
Kt5^7^5 KpGEM-MlH (HH&M 2 Sr#flgK Gly Gly Gly 
Gly Ser Gly Gly Gly Gly Ser Gly Gly 
15 Gly Gly Ser (gB?ll#-§- : 1 9) ^£>&5 P ^—tBJfcSrs— Ki"5 
DNABSM (Huston, J. S. Proc. Natl. Acad. Sci. USA, 85, 5879-5883, 
1988) ^^5/7^5 KpSC-DPl, Mt^MABL-l^L 
iVf i^n - Kf57'7^5 Kp GEM-MI L (»j2^#i) Sr^av? 
tl&mt bTfflV^C 

20 I~PCR|»tt5 0iilfi, 5]i]©10xPCR Buffer II, 2mM 

MgCl 2 , 0. 1 6mM dNTPs, 2. 5 h©DNA*°!J ^ 7 — £ 

AmpliTaq Gold (fiJUiPERKIN ELMER t±SSD , 0. 4pMi" 0©#^7>f &t>* 5 n 
g©4ilDNA^fb, 9 4 t^UffljaAft 9 ^K-t L-r^t 9 4°C^T 
im 6 5 °C \ZL X 1 7 2 °C T 1 # 2 0 #W N - ©HIS^T*^ b tc 0 

25 -©?atf^f 5Hl^mbfcft, Rj^M^It 7 2 7 7>f B W t 

PCR^ftA-B (371bp), C-D (63bp) N XQ<E-F (384 
b p) ^QIAquick PCR Purification Kit (QIAGEN ttM) 3rJ^T)|t$i U H~ 
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PCRTT5/ty^/Hfc 0 l-pCRCfcl/^ ig^LT120ng©I- 
PCRMA-B, 2 0 n g(DPCR^j3g#/C-DS:T>'l 2 0 n gc7?PCR£ 
f$,$) E F N 1 0iil<7)l OxPCR Buffer II, 2 mM M g C 1 2 , 0.16m 
M dNTPs, f(7)DNA^!J ^ 9— i? AmpliTaq Gold (y._h PERKIN 

5 ELMER fcfcK) ^^^6 9 8n 1 ©PCRil«, 9 4°C©Wa^(CT8^1 
j eLt^94°Ctt2M 6 5°C^T 257-^^:^7 2°CiC-C 2^-^, ^©HII 

#-c*p&b7t„ i^?a^f--r^/^^2Hi^Lfc : ^. -e^tbo. 4^©:/^ 

"^—ARtfFSrJ&P&fco ^LT9 4 t C©|0ifiStt 1 #|fij-€r Lt^t 9 4°C^ 
TIM 6 5 °C }C T 1 TJ< 7 2°C(CT1^2 0 £ <£>J|gJ* X^QB b > 

10 :©fi*t^^/^3 5@SiLfcfl SJft*S-a-4fc£r7 2°C^T7 5>P^Pf^bfc 0 
iZPCRia?4Cfc8 4 3 b pODNAiftf&JtffilU Nc o iRt^E c 
o R I -e^HBU ftfe^fcDNAllffJt^P S C F VT 7 ^ — n — ~ 
Lfc a **3 N *38^^pSCFVT7tt, ^If^y 7"7X^«^ 
tCig-f-Sp e 1 Bv-^'t^lJ (Lei, S. P. £>, J. Bacteriology, 169, 4379- 

15 4383, 1987) £r^A/T?V^3 0 DNAE^M©^, ffi^MABL-l^-* 
#|F v (DIEb^T^ 7^1^^=^ K-TSDNAlif^-^^^^ 0 ^^^ Ftpsc 
Mli^Lfc (IH5^#BSJ o ^7^5 Kp s cMlCtftl^MMAB 
L - 1 F v (Di&mmRUT 5 7 BftE?tl&-fiB?!l## : 2 0 ^i" 0 

i»»flgttff»AB l - i^-*iF v ^m-rs^ * 

tbfcDNAiffjf ^p CHO l^m^^^-^2»Abfc 0 «i&^^-p 
CHOlll DHFR-DE- r vH-PMl - f (WO 9 2/1 9 7 5 9# 
BB) a>£x E g o R I MSma I «fc <9 ^al^Sr^Jl^U E c o R I 

-Notl-BamHI Adaptor (SfiitttM) £ii*£1- 6 £ £ K £ V 

25 tfHSbfc^*— 

Kt5DNA(c/w/u ^xuios a i i mm&mmmuiSL&ft-t sbb 

^IJ## : 2 li^fSa 1 -VHS7"7-f ^-It>1^7^-7-^ Ltl~7 
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V—^y — tWm^Mtlk*:^— KtSDNAM^U ¥4 Xi" 5SE?U#-^ : 2 
2 l^fFRH 1 a n t i 37°^ >f -r — &/BV^ 0 

P CR^Sl 0 Oil 1 fi, lOplOlOxPCR Buffer II> 2mM MgC 
1 2% 0.16mM dNTPs, 5 — y h©DNAtf?JJ y 7— if AmpliTaq Gold. 
5 0. 4pMf O©^^^, M8ng©ilDNA (pscMl) ^fb, 
9 5°C«D^ait^T9 5>^^:UX^tC9 5 0 Cicr 1^^, 6 OtK:tl» 
O7 2°CtT1^2 0 #fML - ©MSJ^TARfSfc b7e 0 £ ©iSJtiM y /l^Sr 3 5 UU. 
m bfcflb Kffia^&Hte 7 2 t)T? 7 bfc 0 

PCR^^^rQIAquick PCR Purification Kit (QIAGEN t±M) ^iV>tltI 

10 U Sal I&U<Mbo IITi^bU N^fflfff fifeMAB L - lfift-*i 
Fv^n-Kt5DNA®fji^#fc D *rc, pscMH^^^Mbo II 7k 
t>*E c o R I X*m<k U C tttimnfcf&MA BL-l fctffc— F v £■ =i<- K1" 
5DNA®f>f $r#fc 0 ^Lt, Sa 1 I -Mb o II DNAlfjtSt/Mb o II- 
EcoRI DNADfit^p CHO 1 - I g s ^ ? — p— ^>-^bfc 0 D 

15 NAlfl^iJ#^<£>f| N IEbV^DNAia^J^^■^-SDNA»fit^tP^ P 7^ 5 K£ p 
CHOMU^Lfc (H6£:#!$) 0 *|^^-pCH01-Igs 
l± s ^%m&%®l&£Wm%Lm\zmir%^i?X I g G l ^^-r^WM (Nature, 332, 
323-327, 1988) £-aAyT?V^ 0 ^7°7^^ Kp CHOM1 ('tfWSll^MA 

BL-i v ©^ssa^jsit^T ^ y ^Ba^J^@a^j#-^- : 2 3 Km-fo 

20 5 . 2 SfMMA B L - 2 jjCfr— FvO flagg 

«MAB L- 2trC^— v &ltufB 5 . l^oT^Mbfc 0 f-PC 
R^&V^Tte, p GEM-MI HCOftt? "9 tfftMMAB L- 2^HiV^ 

Kt5 7°7^ 5 Kp GEM-M2 H Sit^pGEM-M 
1 L©|^ ^) iuffMMAB L - 2^LiVl«5rn- Kt5/7^ 5 KpG 
25 EM-M2 L (MMM 2 £r#|$) U Si^MA B L - 2 ^F v 

<Z)jEbV^T5; y^Sa^tJ^:^— K^DNA^^t?^^ 5: Kp s cM2£# 
tc 0 *7°7^5 Kp s c M 2 (C-tlil§ffS^MAB L - 2^-*|F v ©fi 

&mmRT$T 5 y ^ia^j^ria^j## : 2 4 
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STc, p s c M 2 ^ - ©f iii- i ^ SfMMA B L - 2 felf$-*i F v © 

M2^^- £#7c 0 ^y^*^ Kp CHOM2|^f tl^fflMMAB L - 2 
tnlf^— v ^Sfa^iJ&t^T 5 7 ^ia^JSrE^l#-§- : 2 5 ^i~ D 
5 5.3 C O S 7 jjj&^O^jjfPzjA 

MMABL-2^-*iF v <D~m\&mL*:ffiMirZ>tz.lsb^ p CHOM 

pCHOM2^^-^ Gene Pulser ^tt (BioRad flJS) ^V^T^I^ b 
D^^-^ 3 y^J:^COS7 iBSatCf ffet Lfc 0 DNA (10pg) i % PB 
10 S^lxl0 7 !Wml©0. 8ml ^^ra^y MdBi^ 1.5kV, 2 5jiF 

1 0%©5>^J3^iL?f ^r#Wi-5 IMDMM (GIBCO BRL t±M) «lx.fc 0 

15 m±m%mc 0 

5. 4 COS 7lSMt±f ^g)SMMAB L - 2fefr-^jF ygja 

pCHOM2^^-^i^AUCOS 7 «J#»±tf^:fctt5??$i 
^MABL-2^-*iF v £^^^:/n ;y x <£ 9 WB& Lfc c 

p CHOM2-<y^-^jtf5^-2*ALfcCOS 7 «*&4i±?jt.&U^ ;/ hp — 
20 /^LTpCHO l^^-^j|{5^fAtfcCOS 7 «*&#±?jf KloV^T S 
D S fij^f^jlfj^r^TV^^ RE INFORCED NCJil (Schleicher & Schuell 

0.05%Tween20-PBSfc-C»!i #CFLAG#l{£ (SIGMA £fcl§0 & 

25 gGft* (ZyraedttM) Sr^Px., gM^T^ ^ 3 ^ 

t^Ms, mWWB. (Kirkegaard Perry Laboratories $iM) E, ^§fe£ 

(HI7) 0 

^CT)*^ pCHOM2^^-fACOS 7«i#iJ:f|^[C©^F LAG 
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5 . 5 yv—y-sf h ^ bV — 

M MJ^£rfrofc 0 t h Integrin Associated Protein (IAP) £r^g5|rf & 
-^^^U^Wm^Ml. 12 1 0», fcSWira^ h w-jvk LTp COS 1 
^^-^KfemUfcL 1 2 1 0»2xl O 5 ^^. ff||MABL-2tt- 

HO l^^-£?£®$i$|L7tCOS 7»©i##±?f 7k±KX4^*r 
1/-B >ft.T*mfr<Dm., ^9^F LAGW (SIGMA &tiUZ-1t 0 << 

^^--^v^g >m$m&(D'ik^ F I I g G£tl{£ (BECTON 

DICKINSON *1&%Jt. 0 SS^^^a.^— Va^StJ*^^, FACSc 

a n^B (BECTON DICKINSON 1±M) tTf^lt^ffl^ L/c 0 
^(Dffim, Si^MABL-2^-*lFvtt > t MAP^Mt^Ll 

2 1 0»^#M^J^-^Ufc^i:^ j; 9, iOffS^MABL-2iafr-*i 
Fv^t h Integrin Associated Protein ^^-f^S T 7 -Y =-"t ^ —&^-t%> Z. t 
^b^^iofc (08-11), 

5. 6 Competitive ELISA 

B L - 2^-*|F v©JiI^jSt^i]|Lt 0 

lpg/m 1 ^MELfcfctF LAG^^ 9 6 17^/K7°l^— h C9# <7 ^/I4-#P>L. 

3 7°Ci-T2 0#r B 1^^dr 3 .-<- h L7c D »f£, 1 % B S A- P B S fcX^u y 

fs^ (BB#I#-*§- : 2 6 ) L/C C O S 7 Tftti&ftJrif £: PBSCT2 

L/c^^^/HcAP^fc,, ^^.^<— h.&t/&#^ 1 0 0 n g 

/m 1 tig L-7c t'tfyjhMA B L - 2 5 Op. 1 LfcSt^M 
AB L- 2^— ^F vWOS 7«^*±if 5 On] £M)L/ctO£# 
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«^M-^b7t^ (Zymed #M) *1j\\?Lfc 0 SamV^a^hS 
Xfmft&s mmmm (SIGMA #M) ZMtl, ^4 0 5 nmf«S«L 

-£<£>ife^ St^MAB L- 2#Cf$— *m.F v (MABL2-scFv) ft, 
5 ny^-/W7)pCHOl|ACOS 7 3WJft)#SI±?f ^Jfctfc bTPJ! 

Wv^MAB L- 2trCf*<^t h IAPM^©^PItUc (HI 1 2) D 
ffMMAB L- 2£tl^— ?MiF v v>>^^y ^P-f/^ 

5. 7 in vitro TQ7»° h^v^JMMJI 

10 t M AP&fcfc-T^AbfcL 12 1 RX*=*> hn-^i LtpCO 

S 1^* — SriS^-^ALfcL 12 1 0#BISs &t>'CCRF-CEM«^ 
V\ llt^MA B L - 2ttfr-*iF v ©7 4? h ^-^flie^fflSr A n n e x i 
n-V (BOEHRINGER MANNHEIM ftM) Ik&fc J: t) tfe£t bfc Q 
#ttlxl 0 5 fHHC S#^5cMAB L- 2m$— vMCOS 7 *WJ&*& 

15 #_h?tfe^VMi=i ^ hn-^i Ltp CHO 7>ftM&i#S_h 
ft 5 2 4B#F B E 3*&4ibfc 0 -€r©^ % Annex i n - Vlfe 

£,<HtV\ FACScanll (BECTON DICKINSON tfc®0 fcTM53&££rfi!l^ b 

fee 

Annex i n - V^fefe: J; 3 #ftFf 0 13-18 ^tth^tb^ bfc„ 

AB L- 2£fC#;— *g(F v (MABL2-scFv) ttL12 10»m^T 
t h I AP^^^J^^bV^M^^bTt (IH13~16) 0 £fc, CCR 
F-CEMlitoV^t^y h n— /M;iJt$£ bT^ bV^fflJ|&5E£f|2g b/t (0 
25 1 7~1 8) 0 

5. 8 CHO^BifetCfettSMAB L- 2ffC{ftEta?fcO— v ^ y Y<D 

mm 
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pCHOM2^^-^ Gene Pulser^B (BioRad #M) h 
pxjf V) CHOBJ&fcJ&WR&^fro DNA (lOiig) £ P B S K: 

ISbfcCHOW (lxl0 7 «/ml) ©0. Zml^Uct)©^^^ 
■y 1. 5 kV, 2 5]iFO^S^-C^V^^^-^ifc 0 ifi^t 1 0 ftm 

M^ft^il^a-MEMfi (GIBCO BRL ^P^i#*bfc 0 #b 

tbfc^ n — ^tdoV>T, SDS-PAGE^Ti#j£1-5^ W^S^^a^rlfe 
SJU 1^:1:7)^7 p — y^MAB L- 2 #Cf£|£i5fc(D— v 
<JrbT51^bfc 0 lOnM methotrexate (SIGMA tiM) ^"a tfMjfiL?t±#ifeC H 
O-S-SFM II (GIBC0 BRLtt^) Kt^Wik, ^^±M^M^, t&'MM^ 
X <9 SfflMUt&ISfofe LTIIIiRJ#*JL?t^#7t 0 

5. 9 CHOjfel^CMA B L — 2 $j\iW-&M(D — ^0.F v (D%nM 

5 . 8 T*#fc— v^3gCHO^^©itt±ff SrAX^ffl* — b U 7 
(PAN130SF, te^^V^^) £fflV^T*tl2 0^Tit$iL/e o ^WWi 

a- 2 o°C7?f£#u )»0B#^Lxfflv^rt o 

CHO||«±i^b-*iF vWtlli, Blue-sepharose, /^Ko^ 
( 1 ) Blue-sepharose io 7 A 7 P h^7 7^- 

±i*<£>**i?fc«r 2 o mM ftR&ftrfflc ( p H 6 . 0 ) CtlO i§« U it 

'Cf^-m (1 000 0 rpmx3 0^) «t V Lfc 0 ±ift&|^*g0ff?8r? 

SpHtfb Lfc Blue-sepharose # 7 A (20ml) U IDllW^Tr^ 7 A 

#f£, PIl^f^^N a C 1 mmt: 0. 1 , 0.2, 0.3, 0. OMl^ 
P&fcjKlJhJf, #7A^B£*Lfc®£K£^J±JLfc 0 SDS-PAGET*i!JX 
t^^tfclilf^^^b. "tlFv^Hi^fcB^ (0. 1~0. 3M NaC 
l^lili^) ^7"^L, Centriprep-10 (7^y) SrJB^Tfa 2 0{g«*g Lfc 0 
(2) ^ Kp^T^^'T h 

( 1 ) ©iiS^" 1 0 mM ]} IsmWffiWL ( p H 7 . 0 ) \Z.X 1 0 i£#f? U ^ 
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-f Kn^r^T/^^ h*7^ (20ml, BioRad) fcg&bq Lfc D 6 0ml ©10 

mM y ^mwrnm. ( p h 7 . 0 ) -e* 7 a y ^ife*»af^ai^«r 200 

mM^-eiL^^±^\ #7A^e#3f L/c^a|f^ffiLfe (019) o SDS- 

5 *l/fc 0 

(3) y/uilia 

(2) ©H^AS.t) ? B4r-e^b j efuCentriprep-10 ^fflV^T^^L. 0.1 5M 
N a C 1 Sr-g-tf 2 0 mM 1»S« ( p H 6 . 0 ) T*¥flt; LfcTSKge 1 G 
3 0 00 SWG*7^ (2 1.5x6 0 0mm) ^^Pbfc 0 ^n^h^A£r|I| 
10 2 0 ^^i- 0 # ^ ^fcpf^^r SDS-PAGE T*^*f V ^fil £@ tf 

— * (A I % B I ) a* g W©— *<»F vefc?, y/W*ifi-C#tff bfc^, 
A-ett^^^-bO^iW 3 6 kD, M^Bt?f4|^7 6 kD^ffi£tWc D fifM 
tfc-*|Fv (A I, BI) ?rl 5%-SDS-^y T^ 7 !J^75 h'V/l'&m 
V^-C##f Lfc 0 f-^^^il^lj^B, ^"(fj&m Laemml i tf^ifc 

02l^ti5^ A I N B I v^^tiiSTG^JoD^pco^^M^b-fs Jt,ri> 
tf_h<7)^T-«J3 5 kDt^y K&-£x.fc„ ^±©3fe*;6»6, A I tt— 

^AI^BI^TSKge 1 G 3 0 0 0 SW^7^ (7.5x60mm) 3r/B\^ 

^V^-©t°-^©^ffi£tWc (|H2 2%#^) 0 ^f c% (®#b 
9 0%J^i:aS4 0 CT-l ^^J^±^[^«^$^fc 0 

5. 10 tfl|g|Mat(DMAB L- 2 ffcfftfe^:?)— ^ftF v »°!J^f K5gg| 
25 ^ 

MAB L - 2^*©-*iF v i^^iif ttMl«t5^^ 
DNABff^-^p S C F VT 7|g^^^-^#Abfc 0 
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= — Kt5DNA(W^!) ^-YXlIo^n K^XtTN d e I iJP»iil« 
mt^i-^m^m^- : 2 7 ^^-rN de-VHSmO 2-7 B ^-Y^-Xt>1i^^ > 
LTL|V«©C*S^3- KtSDNAM^U^XLlo 

2m<D&jk=t K^xtrE c o r i ftijisii*®aiasffcs:^r-t-sia?ij## : 2 8 ^ 

tVLASy7^v-^V^c 0 ^7^-r^Nde-VHSm0 2 

PCR^lOOplli, 10pl©10xPCR Buffer #l x 1 mM Mg 
Cl 2 , 0. 2mM dNTPs, 5^=-7 bOKOD DNA#!J^7^f (£t 
±m#l^±$^), luMfoO^y^v- WlO0ng©ftSDNA (p s 
cM2) Sr^jlfU 9 8^X15^1, 6 5 °C^T 2 tffiSO 5 7 4 °C^T 3 0 

P CR^j5g^^ QIAquick PCR Purification Kit (QIAGEN t±$D ^fflV^T^t^ 
U N d e I &t>*E c o R I -em-fbb, #btL7hDNA»f>T-^P S C F V T 7 
ff^-fc? a— = ^^Lyt 0 &*3 % *fi^^-pSCFVT7ftNde IS. 
O'EcoRI XlftLfcrita Opel B^^/l'E3WfflJ|&$;ftTV^o D 

scM2DEm02 b<^& Lfc (02 3 r. £ ) 0 ^^.X 5: Kp s cM2 

DEmO 2|Ctf^5MAB L- 2 trCffcl^CQ— :fcflF v ©ifcgE^J&t^T 5 7 
BfeE?U4rE^I## : 2 9 ^^i~ 0 

5. 11 ^Hiifet:jont5MAB L - 2^^?feO-7|s:iF v ^/f K 

pscM2DEm0 2^^-^i|BL2 1 (DE3) pLysS 
(STRATAGENE ttlK) JCflgflfllEfc bfc 0 #Wc^p->|:o^X, SDS-PA 

L-2^*3fe©— *^F v^y^T 0 ^ KOjg^tfci: LTSiRLfc 0 
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5. 12 ±mWM&lM&(DMAB L- 2 tMKF v gjjjjg^g; K<£> 
fflM 

^Wte^bT#b^bfc^:mffi©v'^^^n^-^LBi§i&3m 1 |:T2 8 °C 
T7B#f B 1JftL, itt£7 Om 1 © L B iMM;Ut^, 2 8°C^T-^i#*^ 
5 tTo/c D :<7)pre-cul ture^7L© L B^iffi^^^\ ^f-7j 
— ^ — £rffl^T 2 8°C, 3*#iM3 0 0 r pm^Tit*b/c 0 O. D. = 1. 5 

(lOOOOxg, 10#) t, af^b«tfcffc5 
mM EDTA, O.lMNaCl, 1% Triton X-100 0 
10 mM hV^^.mMM (pH8. 0) &M%.^ ^=&1k (out put: 4, duty 

cycle : 70%, 1^x100) X K> MfcZWiW bfc„ r©M^^riS^^gf (1 
2 0 0 0x g , 10^) M/W, fcWth LTHHRLfcitA^i- 5 mM EDTA, 
0.1M NaCl, 4°/oTr i ton X-100 Sr^tf 5 0 mM h U 
MMt (pH8. 0) £A[J;L, S^j^^^S (out put : 4, duty cycle : 50%, 
15 30#x2) £frV\ (1 2 0 0 0x g> 10^) (a^BWlSIM 

g^J®&«^AyfcWAf*^6M Urea, 5 mM EDTA, 0.1M N 
aCl^tf5 0mM hU^tiilli (pH8.0) I^L, 4M Ure 
a, 5mM EDTA, 0.1M NaCl, 1 0 mM ^ / — 

20 -g-tp 5 0 mM h y ^Itil^ ( p H 8 . 0 ) X'W&ik IfcSephacry 1 
S— 3 00 (5x9 0 cm, AMERSHAM PHARMACIA \±M) i\*&&*> =7 flfEig 

SDS-PAGET'^lfU ffM^i^iH^-OV^T, O. D 280 = 0 . 2 5 5 
X^K^/umm-^m^^fcm^^mk, 5mM EDTA, O.IM NaCl, 
25 0. 5M Arg, 2mM 3l5^M^Vt-^;t^, O^mMMWfty 
^5 0mM hy (pH8.0) LT»f & 3 Htfr 5 - t \C 

<£ <9 , ##ML}i!{1^To7c: 0 JbSuO. 15M Na C 1 if 2 OmM fti 
IS»fr« (PH6.0) ^*j-bT3HBg#f U ^^SrfTofCo 
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0 . 1 5 M N a C 1 Sr-g-tP 2 0 mM gftkWKffl. ( p H 6 . 0 ) X*W^it LfcSu 
perdex 200pg (2. 6x6 0 c m, AMERSHAM PHARMACIA %hK) y/Ht 

DS-PAGEia^lr (IH2 1#hsj &t^VMtil<^fctH£8^b N igtf 

5. 13 MAB L- 2_MflEfe^Mbl£ilF vjll^Zg: K<£> in vitro T? 

t h I AP SrStte-T-^fAL-fcL 12 1 0#BUa (h I AP/L 12 10) £rfflV\ 
CHO»t>^«liW4©MAB L- 2^i*©-*iF v#^/f 
K (MAB L 2 — s c F v) CDTtf h^Ss ^©2o©7°p h = — 

/WCTAnn e x i n— V (BOEHRINGER MANNHEIM fcfcJfti) Jfefe^ <fc D f&lN" L-7c 0 

jg— (D^n h =j— hIAP/L121 0i)S5xl 0 4 #|^ ffiifcPtifr& 
&Wk& 3jig/ml T» L, 2 4 fM*&* L £:„ j^&f^ 1 b"C\ Hife0»J 5 . 9 
tWcCHOtti^MABL 2— ^|=CF v v-Xt;^-7- $ P>fcH 

«J 5 . 12 "C#fc :*Jj£0*ffl/fe ft 1^ * y -v— X ^ — , ^U3VFn 
— /Ui Ltv;)^ I g GinK*fCot/NT^f^L7c 0 i#*f£. Annex in-V^ 
fe£r?T</\ FACS c a n^S (BECTON DICKINSON ^T^M^PJ/^ b 

£7c, HZK^n h /Wi N h I AP/L 12 1 0«5xl 0 4 {IH^ tfCffc 
^ift 3 jig/m ] ~e»JU 2B#P B E 1i#lit£id7LF LAGttft (SIGMA *± 

M) i5 P g/ m i -vma seic 2 2 L?t D lt, 

5. 9-CllfcCHO«fi^MAB L 2— :£il|F v ©^E- / -r— $.t>*=< > b n—/U 
<t I gGtf$(uO^TMLfc 0 ttm&. Annex i n-vM?: 

fTV\ FACS c a n ^«JCT^5ft*«r»J3t L-fc„ 
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Annex i n - Vjfefefc: «t 5##f<E>ii$*£r0 25 — 31 bZ-^tb^: fifth L7c 0 
^(D^JH, CHO*^t;^iiitel4©MAB L- 2 truf*:^5fe— 3MB F v>K 
D^f KWV^tt^yhDwu (13 2 5) t RM. LTf LV^B^^E^^^ 
L/c (0 2 6, 2 7) JOS, C HOiKOTSiteliC-^lF v *° !) 

5 ^ K<£>-=e/-^©r# !>— *y*m^mnm*bbtb?£fr^tz. (12 8, 2 9) 0 * 
fc, ^F LAG^^^n^i <9 , CHO«14©MAB L- 2^S*-* 
iFv^H^f K^/vHinyhn^ (130) t ifcMt ttf LV^BflS 
5E£ft*fLfc (El 3 1)„ 

5. 14 s cFv/CHO^y^KO^yv-RW^-Ob hfig 
(1) -r^^ik^f t h I g G^-gfe 

^^Mt^^tf 5, t b#itM»^^-T6t MgG (M^>v^ 
K) (Dfejki^ &>T<D ELI SATlfofc 0 0.1 ( p H 9 . 6 ) 

-C l]ig/m 1 «|RL7c-V^trLt f I g G#Cf£ (BI0S0URCE *±®L L o t # 7 9 
15 0 2) 1 0 On 1 £9 6 ?^/K7°lx— b (Nunc %t®J) K^Px., 4 °Cf— Bfe-f 

?ftfc5VMi*Jfp n n£: UtMgG (Cappel *±$i N Lot#00915) 10 Op 
1 L, 2 BfPffH ^^-<— v' a > Lfc 0 §fc#f£, 5 0 0 0f»^ 

lfc7;^ U 7 ±X7r ? — ifflHstrut: h I g Gfeif* (BI0S0URCE *±®k Lot 
20 # 6 2 0 2) lOOjilSrAP^ tfflldt l^^^-Va yUfc, i56^ 
MK^W&Mzl, 4 >-^^-<— MICR0PLATE READER Model 3550 

(BioRad&M) ^iV^T4 0 5 n m^MS^'J^ U W&(Dt h I gGO« 
fcZV^hhtdskEMfab, -r^^jkf* 4«©fc hi gG (M^>v^j|) 
Hfct} L7c 0 
25 (2) &##C&©fl$!i 

s c f v/cHOJKy^fhw^&Wv-ft, &#^el atig&g 



f LfcPBS (-) ^ffl^T, ^MIl0.4mg/mL 0.2 5mg/mlf 
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(3) t b'frm'<?$X*:7 s /l>(Dfcm 

X) SrffiV^t in vivo »f-tLfcKPMM2» (#i¥7-2 3 6 4 7 
$R) £1 0 % v'flftj^lfojt (GIBCO BRLthSO ^ttfRPMI 16 4 OHMfc 

(GIBCO BRL *±M) trSxlO'i/mlt^^i^-lItfco fc^^^^iH 
^CT VTnGMl (MMII&S^ 1 T/is& 5 m 1 T*^fi?) lOOplSr 
M4LfcSCIDv^7 N 6M) (H^UT) fcJb|BKPMM2>jW 

(4) 

(3) -ef^Lfct h^MJffi^^^-TVW^U KPMM2«^fitf£3 B 

s«tt), is 2@, 3 era, ±ta (2) Ti^MLfcS-^lsk *y^ii2 5 0]i 

BS (-) £|?U«IC1 B 20, 3 0^ 2 0 0nU SW^^^LfCo iiifi: 
fe N li¥7|Z5TfTofc 0 
(5) s c F v/CHO^D^f K©^/v-StF^V^©t h#l£J»W 

h I g Gfi(75^b^oV^T«, KPMM2«|t|2 4 0 B lcjln.ifr«r&8t U 
Jiffi (1) -eiE-<fcEL I SA^ffi^Tt h I gGi^SJ^LTto ^(DffiM, P 
BS (-) i»tMgG (M^/^Jf) fiW8 5 0 0pg/m 

1 *T*±#bTV^5©tC*J-U, s c F v/CHO^V v^SltltW© 1 
/ 1 0#T£K*te<Btfi£"CS> t> % s c Fv/CHO^v^KPMM2ifi© 
!#M?r^^-^5Si<^]$iJbTV>^^^^^$ti>fc (03 2) O — ^ ^#^W^oV^ 
T^m 3 3 ^-firist) , s c F v/CHO^v-g^-eiiP b s (-) s 
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M&%}%:%:ft-tZZk&7?:£tlfr 0 &&m<D$C&fc#X'hZ> s cFv/CHO^ 
5 . 15 ^jfrSjEMf^il 

mnx<om.mt:^<}) ^mrnvtcmmm iz& dsiu pbs (-) mj;t>3 

m?5fc#-Lfe«, PBS (-) ^TS«it^2%©^jfiL»«^f«Lfc 0 $ 
Si^^/M^ ^atv^I gG (Zymed *±0) &/gV\ MA BL-2K 

c^^f-V^^ 5 On 1 /^^^^Pbfcfpfc, 2%^iL^#»^$ feJC 5 0 
Ii 1 Sfe&D, llftl U 3 7 °C~? 2 H#P H 1-T ^ > a ^fj, 4 °C^— U 

H*^^J^U^c 0 £fc, ^Itb-C, PBS (-) «r5 Onl/^/WSfclJlIU ^ 

M A B L - 2 $TLf*tt N 0.01, 0.1, 1, 10, 10 0pg/mK -*iFv 
tt, 0.004, 0.04, 0.4, 4, 40, 8 Oji g /m 1 X*±mMM±<D— ^ 
iF v 4f J) KO^ v-©^ $ (U 6 Oiig/m 1 ©ilft^l^L7c 0 ^ 

t^l^^rfi, Tffl©* 2 (C^i-ii 19 , MAB L- 2^^-efi, 0. lpg/ml^i 



WO 02/33072 



40 



PCT/JP01/09259 



g 2 



mlgG 

MABL-2 (intact) 




0. 01 


0. 1 

+ 


1 

+++ 


10 

+++ 


100 

++ 


(lig/mL) 




scFv/CHO 9*4?- 




0. 004 


0. 04 


0. 4 


4 


40 


80 


(ug/mL) 


scFv/E. coli 




0. 004 


0. 04 


0. 4 


4 


40 


80 


160 (|ig/mL) 



U-m^(D^(D^f- KU y^-|:ft5MABL-2^ s c F v 
6. 1 MAB L- 2jy[ffi s c (F v)^^^ ^ K<PtiSfg 

MAB L-2K^5fe©2o©H^V^JSJcXtT2o©L^V|g^*'g'tpgfe^ 
# [sc(Fv) 2 ] Zmm-i-ZT*?** K&flsJR-rSfcfc, StfiZtip CHOM2 (M 
AB L- 2£ift:&$fe<E> s c F v^n- Kt^DNA^tf) Sr^T^-f-jS "9 P 
CRftfci tJ^tfrU #bHfcDNA*fjt£rp CHOM2|cfAU D 

PCRMt5y7^vHt -fe>-;*^-f UEF la^n- Ki~ 
SDNAmW^y^XfSEFl^-fv- (ia^J#^ : 3 0) 3H£J1U 

y X l^o y i/;*7 — 3-Kt5DN Alfl^J (IB?iJ## : 19) RU S 

a i immmmw&miftiiL&m-t&v LLAsy^v- (ia^j##: 31) ^ 

PCRMlOOpni, 1 Oji 1 (O 1 Ox PCR Buffer # 1, 1 mM Mg 
C 1 2> 0. 2mM dNTPs (dATP, dGTP, dCTP, dTTP), 5 
^=^©KOD DNA3K^7-f (W±m#^t±M), luM^TT 0 ^^ 
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— „ 0 0 n gWilDNA (pCHOM2) ^^ir^ 0 PCR«9 

4 °CKX 3 0 fM, 5 0 °C^T 3 0 j^WIXtr 7 4 °C^T 1 #RQ, - (DM^X^ 
bfc D t©?aSt-f ^£3 0|HlS^Lfc o 

PCR^ft#3£rQIAquick PCR Purification Kit (QIAGEN *±®D M^-OltM 
5 L, S a 1 I TifhU f ttlfcDNAiit^p B 1 u e s c r i p t KS + -< 

la^JSr^Ti-^DNABffjt^tf^^^S: K&Sa 1 IT-M^U #£>;ftfcDNA 
HWt£rSa 1 I "CM-fb L/C p C HOM 2 Rapid DNA Ligation Kit (BOEHRINGER 
MANNHEIM *t®l) £rfflV>Tg*£Lfc„ DNAEJH^©^ IE LV^DN AiB^JSr^T 
10 t5DNA»rfrSr^tf^7^ 5 K*p CHOM2 (F v), Lfc (EI 3 4 £r# 

Rg)o fr^?* 5 Kp CHOM2 (F v) 2 (^f^5MABL-2^ s c (F v) 2 

6. 2 g/»^^^7'f KU ^-^ftSMAB L- 2^Efr s c F vM 

15 i^©ft$i7;^ Ky >-#^£r;frU ^Ut [Hit] - [Li] (gTHL), 
[Li] - [H«] (OTLH) kte%£?teVmm%^^±s cFv£. MA 
BL-2i*©Hl^LicDNA«i LTJ^T^ii t> tCf^jK L7c 0 

HL^-Y^co s c F vSrf^K-f S^*^, If pC HOM 2 (F v) 2 £r£#M£ L 
TCFHL-F 1 (Ifl^lJ#-5§-: 3 3) SO*CFHL-R2 (ffi^W§- : 34) ^ 
20 , CFHL-F2 (gfl?IJ#-^ : 3 5) WCFHL-R1^^ 

(IB?U## : 0 3 6 ) J; 19 KODtfV * 9 — if tCT 9 4°C3 O50\ 6 0°C3 0 
7 2°Cl^r B 1(7)SJS^3 0[E]#t9iS-t-pCRSiS^^TV^. 5'«^y-^IB 
^'J^-atPH^, S.T>*3MU^F LAGffi^lJ^-f tPL^c^) c D N AlltfettftM L-7c 0 
#b^tHiSO«Lic DNA^ftl,!: LTSBr^U KOD^ ]) * ^— ff^T 9 
25 4°C3 0#\ 6 0°C3 0#\ 7 2 °C 1 ;M<7)SJft£: 5 |e]& "9 iS"t" P C R^fc&fT 
V\ CFHL-F 1WCFHL-R 1 — &M?lX £ b 3 CUM^ 

LH^-fy© s c F v Srf^Ki-S^ift^ lfMABL-2©LiMH|V 
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WSL<D cDNA^tf/7^ ^ K p G EM— M 2 LWpGEM-M2H (#H 
¥1 1 -6 3 5 5 70M) &mmt LT, ^M^T 7 (SB^J#^- : 3 7) 
CFLH-R2 (@B^IJ#^- : 38) ^-f-v— , CFLH-F 2 (1B»^ : 3 
9) &tKCFLH-Rl (IB^IJ#-^:40) ^ 7 

-if Oft^iK?) tT9 4°C3 0#\ 6 0 °C 3 0 #\ 7 2 °C 1 ft^Vfcfc* 3 0 HI 

«i£i-p crmt^tvx 5MM^y -^'-la^j^tpL^ W3'iicfl 

AG|S^J^tPH0(^c DNAiftfK^$r^Mb/c 0 ^htbfc LmRUHM c DN 
A^iliLTl^U KOD*°^7^T9 4°C3 0#\ 6 0°C3 0#\ 
7 2°Clftf3(DRfc%5mmVmirPCR5ifo&m\ T 7MCFLH-R1 

FLH-F4 WCF LH-R 17°7^-7-^ffl^t 9 4°C 

3 0#, 6 0°C3 0#, 7 2°C1^Ph1©SJ^^3 OlHUt^ili-PCR^^tT^ 

£ 5 LtfilfcLH-O, HL-O^-fT"© cDNA^IlJPSiiE c o R I , 
BamHI (^igjg) «U X h o I ^IJPS^^8fflH5{lL^* &V^?LS)*I» 

5 K I NPE P Ligation High (M&®5) ^V^TfAL, 
Competent E. coli JM109 (~ <;/ tf^v 5 — » Lfo„ ilfeiL 

/c^§0=t 19 QIAGEN Plasmid Maxi Kit (QIAGEN) foX??*^ K^ftMb7c 0 
r. 5 UT7°7^ ^ Kp CF 2 LH-OWp CF 2 H L - 0 £r ffM Lfc 0 

(4pCF2HL-0 £r#|§! iLTCFHL-X3 (iB5>J#^- : 4 2), CFHL- 
X4 (IB^J#-^ : 4 3 ) , CFHL-X5 (iB^Jtf : 4 4), C F H L — X 6 
(g3^iJ#-5§- : 4 5), XfiCFHL-X7 : 4 6) ©i?^7°^^- 

f : 47) ~f = 7^( v-^I^TKOD/Jn y ^ ^— if JCT 9 4°C 3 0 fj\ 6 0 °C 3 
0#\ 7 2 < Ci^P B 1©gf£;^3 0|fiI«il1~PCRRjJ£;^HT</\ #£>tbfe£OftM 
#3»JPS^Xh o I , BamHI (SMit) CT«ilbfc„ #ib*b«rjt£rp 
CF2HL-0©Xho I, BamHI if-f h Ligation HighD£#ifefr) ^ffl 
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I^T2#AU Competent E. coli J M 1 0 9 Sr^SfflEift Lfc 0 T&Wfc&Lttffi 
®£ t> QIAGEN Plasmid Maxi Kit 5 K^lLfc, £ 5 LT, ^S^T" 

7^5KpCF2HL-3, pCF2HL-4, pCF2HL-5, pCF2H 
L-65VPCF 2HL-7*f«Lfc 0 5tCOS 7 iJiT©-ii^M(-ffl 
V^5£^7;*$ K&ftMKi-Sfcfcfc, pCF2HL-0, pCF2HL-3, 
PCF2HL-4, pCF2HL-5, p C F 2 H L - 6 RTF p C F 2 H L - 7 
WilEcoRI^BamHI (SiBai) tTMU |]8 0 0 bp©|f 

^^m\smWmWm^"7^ 5 KpCOSl©EcoRI £.tJ*B amH I im h 
£ Ligation High 5:I^t|AU Competent E. coli D H 5 a CSt^jfe) £r^K 
$S^L/c 0 ^Kfe^LTc^I® J; D QIAGEN Plasmid Maxi KitmT^7^5 
^ML7c D n 5 IT, ^§^^7;*$ KCF2HL-0/pCOSF CF2HL 
-3/pCOSl, CF2HL-4/pCOSl, CF 2HL- 5/p COS 1, 
CF2HL-6/pCOSl C F2HL-7/pCOSl ^i^B Lfc 0 ft* 
#J&$I£ LT, Zfv^^ KCF2HL-0/pCOS 1 ©flKg&gl 3 5 frC^U 
^tb^^ttSMAB L2-s cFv<HL-0 > <0*&£IlMRtJ ? 7' $ 7 Ifegi#I 

/mmm&m 3 6 nn^i- 0 

pCF2LH-OMiUCFLH-X3 ffl5IJ#t : 4 9 ) , CFLH-X 
4 (gd^ijfr^: 5 0), CFLH-X 5 GE#I## : 5 1), CFLH-X 6 (IB 
: 5 2) X(±CFLH-X7 (E^J## : 5 3) 05 -fe ^ -r-RV 
T^±^^y°^4^—t LT^^-K^JMMf&ftBGH- 1 s/7-f-r-& 
fflV>TKOD#U ^ 7^(CT 9 4t)3 Ot, 6 0°C3 0f>\ 7 2tl»S 

0m*Bigi-pCRKJft£m\ #bttfcK^»»JP^*Xh o I N 
B amH I ttWLfc. #e>*Lfc#fJf £ p C F 2 LH-OOXh o I. Bam 
Hlf^ H£ Ligation High ^r^V^T^A L, Competent E. coli D H 5 a (MPfc 
W5) Lfc„ ^K^Lfc^MJ: «9 QIAGEN Plasmid Maxi Kit iuT7° 
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KSrffifaSLfco - o LT, ^ig^^ 5 Kp CF 2 LH- 3. p C F 2 L 
H-4, pCF2LH-5 N p CF 2 LH~6Mp CF 2 LH-7^f^iLfc 0 

CF2LH-0, pCF2LH-3, pCF2LH~4, pCF2LH-5, p 
CF2LH-6SVpCF2LH-7«||Ec oRI^BamHI 
Sit) ICtWL, 1^8 0 0 b p©|f)t^r^n-^^iMft(' 

h(ommc£V)mmisfc 0 mbthtz.mfr&mmmmmm^? * ^ k p cos 

1©E c oR IXVB amH I h id Ligation High ^fflV^TfAU 

Competent E. coli DH 5 a W^Lfc. ^Kfem Lfc«m «t 5 

QIAGEN Plasraid Maxi Kit MT^^ 5 K«r*MKiLfc„ £ 5 LT, f§*g,^^ 5 

KCF 2 LH-O/p COS 1. CF2LH-3/pCOSl, CF2LH-4 
/pCOSl, CF2LH-5/pCOSl, C F 2 L H- 6 / p C O S 1 RU 
CF 2 LH-7/ pCOS l&flaRbfco LT, ^U'CF2 

LH-O/p COS l©*3g*r|g3 7tC^U ^-tttb5MABL2-s c 

f v < l h - o >(Di&mmRUT $ywm&\&w&m& 5 4 ^i- D £7t# 

6. 3 COS 7MM±MjZ> s c F v&l^'s c (F v),g>-%% 
(1) #JfiL*»i|&*C©»4IJh»©WI3jBi 

HL^^/, LH^^/s c F vWs c (F v) 2 ©M®fcJ?)^ COS7|ffl 
JJS (JCRB9127, ta-wt^xy^iHlfH) T*<£— ii^Ja&fro 
fc 0 C O S 7 fflB&tt 1 0 % WJ£jk?f (HyClone) ^^DMEM^l (GIBCO 

brli=±^) ^x, 3 7 o c<Dmmtf*mm*¥x*mi\mm\-,K- 0 

6. 2ff#iUcCF2HL-0, 3-7/pCOSl, t L< (4CF 2 LH- 
0, 3~7/pCOSUttpCHOM2(Fv)^^^ Gene Pulser mW 
(BioRad #M) frftl/^X^U? h p tf? Ix— v> 3 Vfc: «t "9 C O S 7 5NHJ&fc h 7 

DNA (10pg) iDMEM (10%FBS, 5 mM BES (SIGMA 
t±)) §W2xl 0 7 «/m 1 ©0. 2 5m 1 UdDi, 10^ 
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gOft^O. 1 7 k V N 9 5 0&F <D&M\ZT'</l'X&¥Z.ito 1 0#RflS£g<Z>&. 
^U? h njKl/^g y^llfclllfeDMEM (10%FBS) Jg-j&^M^U 

IfflMUt^R&^U H^O. 2 2!im#>/P h yzfy^^Z^- (FALCON) K 

5 Tifeigu ^n&mm±.m (cm) £bfc 0 

(2) Mik?fJtiaT-©jt*±it^f§M 

±13 (1) bm&<Dj?&~£ h?^*?^? i/a ^bfc«^DMEM (10% 
FBS) i#»^0i 7 5 c m 3 7 7 ^ 3 1 T~Mi t fci^ i«J^ff SrfcT , P 
BSttffift, CHO-S-S FM IlJ&Jfe (GIBCO BRL *±$D ^ttUfc 0 7 

io 2mmmm&. igm±.m&M&. &fo&mic£ymti&®L)t&&&^ m^o. 22 

6. 4 COS7 CM^^scFv^i;sc(Fv),<7)itti 

iffjiB6. 3 (2) til b fc C O S 7 © C t It ©M A B L 2 - s 

c F vWs c (F v) 2 £>#?y K£rTf3©i§9 ^ 5/7V 

15 ^ffiLTt, 

#COS7 CM^o^TtoV^SD S-PAGE£itV\ REINFOR 
CED NClf (Schleicher & SchuellttM) {cfe^LfCo 5%^^A^yU^ 
mmim±M) \ZT7'w*l/y f %ft\f\ TBSia»fi ^FLAG#Cf£ 
(SIGMA *±®l) £AP;tfc 0 a^T-f ^^^--<-v^3 ^rJ ; ^O^t^ ^/l^=¥ 
20 i/?— VfflMfc-?' 1 ?* I gGtrCffc (Jackson Iramuno Research *±®J) ^JUx., ^ 

m^x^^^-^-^a^Rximmk, ^mmmzmnh, m&z^tc (H3 9) 0 

6 . 5 2_Erz±d! LzLhiLz 

MAB L 2 — s c F vlt/s c (Fv) 2 Ot h Integrin Assosiated Protein 
(IAP) 1ftm~*(D%£'&*Wfe-t-?>1t£>, itufB6. 3 (1) ttlltfcCOS 

25 7mn&mm±m ^^t7P-t^ £frofc 0 t h iAP^Mts 

^^Sifc#!«}*L 1 2 1 0»2xl 0 5 f|SH^ H»J6. 3 (l)^#btt 
fc^J^f&SV^i^jli UCOS 7»©i#*±?#^Px., tR-H-T^ 
zi.-<— ^&t>lfe#?)f£ N 10pg/ml©v7^tt:FLAG^ (SIGMA f± 
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M) Srftlfcfco ^ y^=L-<— >a yjftt;jfc^©t, FITCf»^IgG 

(BECTON DICKINSON %tM) £rAPx./c 0 ^=^^^<— 3 ^S.tFgfcff^I. 

FACS c a n^g (BECTON DICKINSON ^T^^^^PJ^ bfc 0 ^r^^ 

#COS 7i#*±?t^(Da^(7)g^(Z5-<^ D 5 : - KU y^-Wt^MAB L 2 
5 -scFvMsc(Fv) 2 lt t b I AP^^-UT^V^fPtS^Wi"^-^^^ 
(IU4 0 aSO'b) 0 
6. 6 in vitro fQ7/K h — v^M^S^H 

SfflBl. 3 (1) ttllLfcCOS 7 Wt±lfl-oV^t, thIAPS: 
itfS-i^fAbfcL 12 1 0« (h IAP/L 12 10) i^tST^f-^ 
10 iiifffl^Ann e x i n-V (B0EHRINGER MANNHEIM %±M) 3fefefc:<fc 9 tfc|*f b 

h I AP/L 12 1 0»5xl 0 4 #|^ — £^5ttS^bfeCOS 7 

«i#*±^fe6V>^=i>' h vsut bTCOS 7l«#a±ii£«jt 1 0% 
T'^PU 2 4B#^i#^Lfc D ^r©tJl, Annex i n-V/P I^fe£frV\ 
15 FACScanil (BECTON DICKINSON %hMk) ^T^fc^WJ^ bfc 0 -e<7>!£ 
Jfb COS7 CM^©scFv<HL3, 4, 6, 7, L H 3 , 4, 6, 7> 

rx$s c (Fv) 2 fihiAP/Li2i ommzM^xmw£M&$z%mmLfz. 0 

6. 7 MABL 2 - s c F vRl/s c (F v),g)CHOafiM^^^i 
20 J© 

iEMABL2-s c F vM's c (F v ) 2 JL?f a> ^$^3 - t * g ft) 

mm bfc 0 

HtlfB 1 . 2^TllLfcpCF2HL-0, 3~7Mp CF 2 LH-0, 3 
25 ~7<7)Ec 0 R I-B a mH I IfrJt^ CHO«W^^-pCHOK9 
E c o R I RXJPB a m H I §Pf&^ Ligation High £r/^T>l|AU Competent E. 
coli DH 5a &^KlS^L7t 0 MWU^ b/b^Jjlffi <£ t> QIAGEN Plasmid Midi 
Kit (QIAGEN) KIT:/ K^r^b7t 0 X 5 5 K p C H 
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OM2HL-0, 3~7MpCHOM2LH-0, 3 ~ 7 £rfNgl Lfc„ 

6. 8 MAB L 2- s c F v <HL-0, 3 ~ 7 MAB L 2 — s c F v < 

mm 

SufBl. 7(^TilLfcM/7^^ KpCHOM2HL-0, 3~7Rt5p 
CHOM2 LH- 0, 3~7fOTpCHOM2 (F v f — ^^ATOM Y) K 

C H O jftjfc KJ&Wfm L x ^-&^tl#: £ iSlftW fcZSgtir 5CHO *Bfl& Srf^jK L fc„ 
^©f^ftj&flli: LTMAB L 2-scFv<HL-5>. sc(F v) 2 ^tl^ 

W^fy^^ Kp CHOM2HL-5Mp CHOM2 (F v ) 2 £rftfiJIWIt P v 
u I fcTMfbLTjffiKtfcKlU r*b£>£rGene Pulser^g (BioRad tbR) &fflV^ 
T^l/^ Fo#^>3 >-^J: t) CHO»t hy^7i^v'3 ^L7c D DN 
A (lOpg) PBS^lxi 0 7 HWJI&/m ICO. 7 5ml Sr^aL^y hUlJP 
1.5kV, 2 5nF<^£lc-C^W*£r-5-*.fc„ M.fc"C 1 O^RflOHIftSB 

^5^Bfc^a-MEM*&ife (GIBCO BRL fchHQ Lfc„ 

t&m-tmz^ u PBstctu bfc^, i o %<DVi/m!%ihm%^-tz> 

Wta-MEMit* (GIBCO BRL #$9 &An*J#SI Lfc 0 ^)2M^i##fi, 
methotrexate (SIGMA f±!K) 5ril&afeK 1 0 nM^^^^5*§ifin?Hfcjg3l U -t 
CDfJs 5 0 nM s ^LtlOO nM£M%)l|ft#:_Lf:f T*&**r*fett;fco ' 5 LT# 

h/l'^ T'iiff iSiC HO - S - S FM II (GIBCO BRL 

»bt, MABL2-scFv<HL-0, 3, 4, 6, 7>&tK<LH 
-0, 3, 4, 5, 6, 7 >^'|S^^|g^ I i-5CFIO»25.t>^tLbCCM^ 

6. 9 MABL2-S cFv<HL-5>^^?-&tfs c(Fv),0Sl 
Tffi© 2mm ©iife^ =t 13 HufB6 . 8-eHe»tlfcCM^f)MABL2-s c 
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F v < H L — 5 >JkZPs c (F v) 2 <DffiM&fti1t 0 

<%Hm&l > HL-5Ms c (F v) 2 £r N ^(D^V^Zf^- K©C*F 1 a 

^ttiS&fflV^TffrJRlbfco 15 0mM NaCl^tf5 0mM T r i s ±|[B£ 
5 Hflrt&> pH7.5 (TBS) X»¥-$&ik Lfctfc Flag M2 Affinity gel (SIGMA) T? 
MUfc*7A (7.9ml) mfllr|B6. 8T?#6^fcCM (1L) &»I U T 
BSt*7A £r#fcMl N 0 . 1 M^' y v^iftS&BMfflBu pH3. 5ts cFv^i7 
7A^e,^ttJ$^ 0 #WcE^^SDS/PAGET*MU scFv<D|g 
ttJSrflfcffiL/to s c FvIMHWO. 01°/o^^i5(aween20^ 

10 Mx.^ Centricon-10 (MILLIPORE) bfc 0 ltel5 0mM NaClR 

tF0.01°/oTween20 Sr^tf 2 0 mM mMWMs P H 6 . 0 bfc 
TSKge 1G3000 SW^^A (7. 5x60 Omm) KuWfco V»0. 4 m 
1 /m i n-e s c F v fc£2 8 0 n m©RJfc"T?*fefcH b/c 0 HL-5 fi^tf— ^ i: 
tt^v- ©ffctifcx s c (F v) 2 «^-y-^-©f4g^^^^tB$^/c 0 

15 <*t$J?'£2> HL-5Ws c(Fv) 2 ^ty»o^F^77^- M 

y^^--X:\±^ H L— 5 T*f4 Q Sepharose f ast f low io *y J* (^r/WVT) £s 

g (F v) 2 "Cfi SP-sepharose fast flow # =7 A £rfflV\ iZIgl^SHL-5 

i: s c (F v) 2 -e|^D^#Srffiv^c 0 
20 (I-Xg) HL-5 

HL-5(DCMfi, 0.0 2°/oTween20^tf20mM T r i s jftfifetS 

ftffi^ pH9.0"C2fiFtJRUfc^|C % 1M Tr i st*pH^9. 0tiltfc o 

^-(Dik, 0.02°/oTween20^tf20mM Tr i stiilff, pH8. 

5 -VW-Wih bfc Q Sepharose fast flow # =7 AfCfl^ mW^M^P 0 . 1 Mfa h 0 . 
25 5 5MlT*©N a C 1 (DWMM^mX^ 7 ^ fr-B£* bfctf? y K^fctS b 

7c 0 #bfbfc[l|^^SD S/PAGEtMU H L - 5 £^-£p® II 

(I-IS) s c (F v) 2 
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s c (Fv) 2 ©CMft 0. 0 2%Tw e e n 2 0 Sr^tf 2 OmM gtgfe&ftfttu 
p H 5 . 5t2 f^#^R Lfc&fc, 1 M&fi&T? p H £ 5 . 5 tzliHg b/c 0 0 . 0 2 % T 
w e e n 2 0 2 0 mM Wfl&j&Wfti* p H 5 . 5 X^Wit bfc SP-Sepahrose 

fast flow #7 Aid^f-t. (WHI^^s NaC lM^O^bO. 5MtfEHW 

AGEIf^U s c (F v) 2 ^^tP®^M^. H-X^^^f Ko^'VW 
— 

10 tlfc H L - 5 WMti 5 s c (F vJaW^Sr-taVPtl/O. 0 2% 

T w e e n 2 O £r£tf 1 0 mM U ^mBMM, p H 7 . 0 WfHb Lt^>f Kp 
h*7^ (BioRad. #4^1) U |WHS'«-e^7 7 -A ^» 

K&fi&fflbfco sds/page T^t b BffS^^y^^K^^ 

15 tiZffi&&Mibtc 0 

(1516) HL-5^(5s c(Fv) 2 ©^>il 

^-Xm-e#btbfc^S^-Sr^:tb^tbCentriprep-10 (MILLIPORE) "Cit^U 
0. 0 2%Tw e e n 2 OSO'O. 1 5M N a C 1 2 OmM Bfi^ffiiflu 

p H 6 . 0 "CSpfljftfc LfcSuperdex 2 0 0*7A ( 2 . 6 x 6 0 c m, 7 7^ 
20 -7^7) ^7)^tfc 0 HL-5li^-7-C|5I(^ sc(Fv)HL-5Rtfsc 
(F v) 2 fi^7-e-cD-fi£«^^:^^=iE^t 0 -^ i: bT^ttt£*We 0 

6. — sMRf v(dv i/jj<— ©r^yifegi3l8Sc^5<HSA"t?fcti/ff. 

^F v <D?4 -? — &1&f&"X?% 5 n <b /ffl^ bfc D H L - 5 -r— & <£ s c (F 
6. 10 Ills cFv<HL-5>Qj'V?-RU s s c(Fv),(7)feilSMtt 
IbM $ tUTcM A B b 2-scFv<HL 5 ><D#4 s c (F v) 2 ©K h 
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Integrin Assosiated Protein (IAP) %£M~*<Dl(£&&fflfeirZ>1Z!sb^ 7n-f 

-r h v —&ft^tc 0 t h i Ap&m^i-%^$x&jkmimjfo®iL i2ioi 

AS (h I AP/L 1 2 1 0) 3m*ff$£ Up COS l-<^ — Sr h7^7^ 
^v'g ytfcL 1 2 1 0 $ffl fltil (pCOS 1/L1 2 1 0) 2xl0 5 ilC 1 Op 
5 g/m 1 OffMMAB L2-s cFv<HL5 >©^v- „ MAB L 2 - s c 
( F v ) 2 \ Pltfeffi i It*/ ? p -t/^ftMA B L - 2 N ^tt*fRS i: Ut^ £ 
^IgG (Zymedi±M) £3jP;b 7k±l^X 4 ^^—-y a >RlPtfhfr(D^ 1 
Ong/mlOv^^FLAGfeft (SIGMA |±^) &*P;t7c 0 ^^^-v'a 
^$ltHfc#KDf:£ s F I TCfIlg$#C-^<>.X I g Gtrifif- (BECTON DICKINSON &M) & 
10 *P^i7to SS-f y^a^-v-g y&t>'»©f , FACScan^tt (BECTON 

Dickinson #M) fcxmffi&m&mfci'fc* 

^tOffi^ ItSMABI 2-s cFv<HL5 XOV4 v-^t/MAB 12- 

s c (f v) 2 teh i ap/l 1 2 1 ommfc&m&)tei£&istcz.b\z.£.y, s c f 

v <HL 5 ><D#4^?— RUs c (F v) 2 ^t h I A P bT^V^fPite^rf- 
15 Sr^^^^tufc (0 4 2) o 

6. 11 HMs c F v <HL- 5 ><D^4<r^ RU s c (F v),g> in vitro T 

Iti^bTcMAB L 2 — s c F v <HL 5 RTJ s c (F v) 2 frCOV^. 

fc b I AP^rit^T-^AbTtL 12 1 0« (hIAP/L1210) RXPt h 
20 6 Jkittft C C R F - C EMt^tf § 7 3^ h — ^||#l^An n e x i n 
-V (B0EHRINGER MANNHEIM f±®0 Jfefefc «fc K> $if*j- bfc<, 

hIAP/L121 0&BI&5xl 0 4 fg|fc5VM:£CCRF-CEM&Efl&lxl 0 s 
HlMAB L 2 - s c F v <HL 5 >©^-7-, MAB L 2 - s c (F 

25 I g G^ill^/£}tJ$-T»n U 2 4 0#f!fli##bfc D ^©t, Annex i n-V 
5fefe<£rfTV\ FACS c a niltt (BECTON DICKINSON fch&l) \ZX$kyem&&Mfe 
b7t 0 -^cDfef:, MAB L 2-s cFv<HL5 >©^V^"St/MAB L 2 - 
sc(Fv) 2 (ihIAP/L12lO > CCRF-CEM©ffi*fflJfelC#bT&^#c 
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^iMjfcflBJSJE&flS^Lfc (043) O MABL2-S cFv<HL5> 

©^v-TOAB L 2 - s c (F v) 2 f±, tiO^/^o-t^tiifrMAB L 

6. 12 Hi s c F v < H L - 5 > Oj'V -y-Rt; s c ( F v ) , OgifliP: 
5 M 

1 5 rtfot, ®^O^lt<7)ffiMLfc s gFv<HL-5 XD^yf 
v-Jt; s c (F v) 2 OjfiL^^^^SrHJfe Lfc„ 

^ / ^ n -t;^f$MA B L - 2 (&§'|£*fj$) ^f±lfa.ii£«&#Sj& r§© L 
T, — *j|^fls0M A B L 2 - s c (F v) 2 MMABL 2-sc(Fv)<HL5 
10 >f3«||Lft/^ofc 0 £fc N MAB L- 2trCf$^fflV>fc»nt©^ 1 bSi:Ay^^- 



WO 02/33072 PCT/JPOl/09259 

53 

6. 13 ||lscFv<HL-5>(D^-7-R(;sc(Fv) , g)t:FfilI-7 

5 Rt5s c (F v) 2 tcoV>T, ^(0^m^^Wm\^tc 0 Jr^^fiHMJ'j5. 1 
4 (3) tflbfct h#MJIi^!>^^7Vl'£fflV^ v^^Mt fc&ttS, 

, s c F v < H L — 5 >O^V-7-^:t^s c (F v) 2 (D^Jffi^m^l¥# 

10 Lfc D 

ft:fb\ 7|s:ti«c::fc^-CHL- s c (F v) 2 it, vehicle (15 0m 
M NaCl, 0. 0 2%Tw e e nRU2 OmM fimMWlfc, pH6.0) 
0.0 1, 0. IXftlmg/Dil©^^^ SWO.l, IffclilOm 
g/k g £ 5 ^^>>^^#Lfc D £fc. »veh i c le©^£rg? 

15 ^-L7t 0 

t h#Mflilfflj&^gf£2 6 0 g^irfif£MiU Mr^M^^ jCftSrE 
L I SA(U I9HWJ5. 14^oTM^U7c: 0 ^©fe^ HL-5fW 
Wv-Ws c (Fv) 2 ^#^*^ jk^f^^M^^^K*^^^^ 

20 H (04 5) RXfis c (Fv) 2 ^S (046) ( v e h i c 1 eg4 

HL-52Ws c (F v) 2 &4>l?7$\zm^Xt>mthfcmm{m&#irZ ) ~t& 

H1M7 fc MVIP t hfelf^l 2B 5(7)HiVTOtJ«Lj|Vi^l: 

25 -^tf— *iF v 

t hMP Ltt^irZ) tK7^ p— ^Hfrffcl 2 B 5 ©Vft^n- K1~5D 
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©y-^-E^IJ (gfi^Jff 5 6) (Eur. J. Immunol. 1996; 26: 63-69) 

*5 n i T-^tt Lfc D i^tf Lfc^sia^iJ^^tL^tb i 5 b P ©^--^—7 ^sa 

^iJSrfto j; 5 ^ 4 *(Z)i" !) ^ ^ Vtf K (12B5VH-1, 12B5VH- 
2 N 12B5VH-3, 12B5VH-4) fc$M&| U 12B5VH-1 (gB^I 
tf 5 7) M12B5VH-3 (@fl?lJ## : 5 9 ) fii? V-X^Ir)^ 12B5 
VH-2 (@B^J#-^- : 5 8) M12B5VH-4 (iB^J## : 6 0) fiTyf- 

let 19 Tjyfe^y &i*rfc^ ^J^-f^— (1 2B 5VH-SW1 2B 5 
VH-A) SrAd^., ^©atte-^SrJMLfco 12B5VH-S (|fi?ij# 

6 1) ftM^^^^-^V—y-WimcDb'^t&K^ ^XL, to 
Hind III $IJP«*I£IM?IJ& B tftC afy^ ga^'J^^o j;5(u, * 7t 1 2 B 
5 VH-A (IB3«#: 6 2) ^^7^ v^HiVfi|©C^^3^ K 
i-54&Sffi3?!Ifcx»r^JJ ^VXU J-O^^-f* — E^JftblttdB amH 

P C R$g$£ lOOplfi, 10iil©10xPCR Gold Buffer II, 1.5 mM 
MgCl 2N 0.0 8mM dNTPs (dATP, dGTP, dCTP, d T T 
p) N 5^j/f©DNA^!J^7 —if AmpliTaq Gold (£AJL PERKIN ELMER #M) s 
2. 5 [ p mole] -fo^^/jg^-y =f?< ^ U^"f- K12B5 VH — 1 ~ 4 £r 

iTtU 9 4 0 C©Wt(CT 9 53 v f B H Lt^C 9 4°C((l-r 2^1, 5 5°C^T 
2#|fflXT*7 2°C\<1X 2 ftm<DV- 4 2 m%.m I, tdk, lOOpmo 1 ef 

OCD^my?^-?— 1 2 B 5 VH- S&tKl 2 B 5 VH-A^r^^., $ 9 
4°C^T3 0#|BK 5 5°C^T3 OfflM? 2 °CKlT 1 ^©l)--!' ^ 3 5 
MLfct, SJ£*ll^«^7 2°CT5^ t «!&L/c D 

P CR»|j: 1 . 5 %mfc&Ttfn—*tf^ (Sigma |±M) &m^mU Lfc@L 
MP»*B a mH I &I5H ind III "eM<b U th H«^^^-HE F - 
gyl fc* C3— ^v^UfCo DNAlB^J&^fg, IE L^D N AlB^J&W-TS D N 
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AWrft&^&y?* 5 K&HEF-l 2 B 5 H- gyl L/c 0 

£ felC x HE F- 1 2 B 5 H- gyl ^MPS^E c o R I ftbt/KB a mH I 
TfttfbU 1 2 B 5 VH^n - Kt5»?:ilLfci, UFabHW 
^^-p CO S-F dKWALp F d — 1 2 B 5H^#t ^jb\ k h F a b 
5 H^BB^**— fit: h*t#:H«(V^i:3£^lS^*3-K-t-<5*e^Wfc#^ 

DNA (E^6 3) £PCRfe£rfflVvfc#ifiIL/c:fJL * — P 

COS l|C#At5iiTiiLfc^^- T?£>5 0 k FHi^fiiiiHEF 

10 — £ LT-T > b n ^ 1 (D 5 ' sJtoiE^J t ^4 ~7 V ¥4 X U JLo E c o R I Rt>*B 
a m H I *m-tZ> ± 5 Jdgatf- LfcGlCHl-S 6 

4)£r N ^T^-f^— £ LTk hH&Sfjf^S&CHl H7^y©3'S©DNA 
tM7'U^XU lot y^Hi©-§|5^n- Kt^ISM, -fiODffita K 

^WBg 1 IlMISBif*»»^ffe^i-5«t5^1Rti-b^:GlCHl-A(BB 
15 #!##6 5)«r/BV\fc 0 

5: KHEF- 1 2 B 5H-g Y lMp F d - 1 2 B 5 Hi^f^5WI 
/&1 2 B 5 HgW3BB#«Z>ifc£SB?!j;R t*T $ /BfeE?!l*riB?!l## : 6 6 {£^lh, 
7. 2 1 2 B 5 LiVij^n - Kt§»« 
k hMPL^t^t hK*l 2 B 5 LiVf mtfe^ (i> ^ 

20 it^^O^SKM (m&m^ 6 7) \ ^© 5 ' k h 3 D 6 

(Nuc. Aoid Res. 1990: 18; 4927) &%;(D ]} — Ifl#j (Sfl^lJ#-§- 6 8 ) Sfiifg 

§ ^ t isit„ am ^t^mmm-t^m tmm^ th^th i5b P ©t 

— y-^— y s'-TWUSr&oJ; 5 ^4*©^-y =0?^ K (12B5VL-1, 

12B5VL-2, 12B5VL-3. 12B5VL-4) fcft&l U ^rt^etl 
25 ^ffebfc. 12B5VL-1 (|B»f : 6 9) St>'12B5VL-3 

t: 71) tei? >^IB^lJ s 12B5VL-2 (SB?!l#-§- : 7 0 ) 1 2 B 5 V 

L™4 (IB^iJ*-^: 7 2) teT^-feV^K^JSrWU U =f 5? ^ 

K fo-^frUDfa Mtt J; D7^t^yjJ £^/c?£, ^{IiJ^^^-^- ( 1 2 B 5 
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VL-SM12B5VL-A) £^0;i, ^©itfi^Sr^S b/c 0 ^jb\ 12 
B 5 V L - S (ifl?l]#-!§- : 7 3 ) -r— T? U —y—WM<D 5 ' 5fc«8tC^ 

tfcl2B5VL-A (.mm^r: 7 4) ftf ^7-f-7^-eLiV 

gS^lJ^ b t>'tB a mH I fMP^§ftfMia?IJ£}$0 «fc 5 ^tb^tL^ff Lrt 0 

(Sigma t±M) £fflV^ML7cf£, ftJPSBtStB a mH I Xtm i nd III "C^b 

10 f£ N IELV^DNAl3^y^#^'5DNA||) : rjT"4:^rtP7 B 7^ 5 KlrHE F— 1 2 B 5 
L g k Lfc„ ^7*?^ % KHEF- 1 2 B 5 L - g k (C-^ftS fflftfifc 
1 2 B 5 Lgmi^ittlB^J&t/T 5 /^lB^lJ^iBM#^- : 7 5 K^i", 
7. 3 SfMl2B5-^jFv(scFv)« 
S$t$c 1 2 B 5#C{$-^i=|F v ft 1 2 B 5 VH- V 1 2 B 5 VL©II 

15 ^^C«^(i^tH^tj«!|tM^B^i"§fc*^F L AGgB^IJ (ia?!l# 

t: 76) &#^jpi-5^i:-ei^ffbfc 0 y ^^7-ia^lJ{i(G 1 y 4 S e r) 3 

(Di 5T^;mfrbtez>v ^jj—mm*f$\t\ nm&i 2B5-*iFv ( s c 
1 2 b 5) &mmistc 0 

(1) 1 575/i^b^6D >-^7-ia^J?rfflV>7cSfl|^l 2B 5-*^F v (D 
20 f^B 

1 5 7^H^f,/£§yy*-»fcffl|^l 2B 5^{£— ;£#|F v^- 
K-T £5tf:£T-f± 1 2 B 5 H^V« N y >#-f« s 2&tJ< 1 2 B 5 L^V^«^ 

4 7 k:fg5£i^C7^-r D f¥#|j3£l 2 B 5— aMRF v COf1^|8|G97t 6i©PCR7° 
25 (A~F) ^MLTcie X^-f^-A, C&tfEte-fe^ga^rj&^u 

"fy-i "V — B, D^r^FttT^^-trV^ia^JSr^-r^o 

Hmvm%&(Dfct£>(DBiiJ57*7 4'^-- 1 2B 5-S (X^-f A, : 

77) Hiy -^-la^ijcD 5 • ^(c^-r ^ y x l to e co ri mpi^ 
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HI 3 {y"y "4 ~? — B s ia^J#^- : 7 8) te, H^V^gi^© C^^^r Ki" & 

DNAC/>^f ^ y x-rs «t ? rait l/c 0 

y ^-©fc^OifijyjX^-Y^-- RHu J H3 (7"7^^C, Wffi&^r : 7 
9) feu U y*-©N«$:n - KtSDNAtM^U ^XtioHiVi 
c 5fc«&& a-KtSDNAi 7 y 7°ir & £ 5 lOS&t- Ufc y y # — 

©fcfe^i^^v-RHuVKl SB^J## : 8 0) «\ JJ 

>7J — ©C5|SSg^=i— Kf5DNA^^i)^Xtl<3LiVft©N« 

LiVHjE©fc*©^7*7-fv-HuVKl. 2 (7°7 ^ E N E2?»J## : 
8 1) (i L i Vii© ^ ^ - Kf § D N A f^N^f 7' y Xf 5 J: 5 (-^ 
|+Lfc 0 Li^jt^Ofc^ft^^^-l 2B 5F-A (X^-^-F,ffi 
?U#-S§- : 8 2) L«V«J*©C*^3- Kf5DNA(W7'!) *V XI 
IoF L AG^f K*3^ Kt5E?!l (Hopp, T. P. Bio/Technology, 6, 
1204-1210, 1988) N 2 i@<D$S^1?Uk a K^t/N o t I ft«|RSMf®*fcfcH£& : ^r"*' 

fg— PCRffcPgfc&V^ 3o©g)SA-B, C-DXt/E-F«rfTV\ 

^Xy^-^fCo ^-fv-AMF^BtTs 1575y^f)^5!Jy 

7J-^fflV^7c S#^cl 2 B 5— *#|F v Ki" 3 <feJ£D N A Lfc 

~PCR) 0 ft:}b\ I-PCRi^V^T!i, SMl2B5HlV»3^Kt 
5 7°7^5 KHEF - 1 2B5H— gyl (HMf*J 7 . lM), Gly Gl 
y Gly Gly Ser Gly Gly Gly Gly Ser Gl 
y Gly Gly Gly S e r ^5)^5 J/ y^^t^a- KtSDNA 
ffi^'J (IS^J##- : 8 3) (Huston, J. S. Proc. Natl. Acad. Sci. USA, 85, 
5879-5883, 1988) ^T?fe7°7^5 Fp SCFVT 7-hM2 1 (t fifb 
ONS-M2 1W) (Ohtomo, T. 6 n Anticancer Res. 18 (1998), 4311-4316), 
SWMl 2B 5 LiVii^3-Kf57°7^5 KHEF- 1 2B 5 L-gK 
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WJ7. 2&&m &zti j einmwLkLxm^it. 

I-PCRM^ISOylfi, 5y. 1 ©1 OxPCR Gold Buffer lis 1. 
5mM MgCl 2 , 0.08mM dNTPs, 5^^F©DNA^^7- 
-if AmpliTaq Gold (gi,_h PERKIN ELMER fcfcjR) , 1 0 0 pmo 1 e T 0(7)^-7°^ >f 
5 O 0 n g©#t(®DNA^tU 9 4°C©^ifiti-T9^WL 

T?fcK:9 4°C^T3 0#M, 5 5°C^T3 0 fW&O* 7 2lCH:tl^W^ 
3 5 iSI L/cfJL Kffcil^&Hfc 7 2 °CT? 5 Ufc c 
PCRMA-B, C-D, ^E-FttlZPCRT-Tj/'lry/'I Lfc 0 
Ifc-pCRKlSaVvCx fl^St LT III 1 0l-PCRS»A-B, 0. 5 p. 1 GO 
10 PCR^J&^lC-D&tflp. 1 ©PCR^JS^/E-F, 10]il©10xPCR 

Gold Buffer II, 1 . 5 mM MgCl 2 , 0 . 0 8 mM dNTPs, 5a=?;h 
©DNA^U^ 7— if AmpliTaq Gold (£*_k PERKIN ELMER thft) 9 8 

15 1 0 0 pmo 1 efo©7'7^^AMF^Mfc 0 ^ LT 9 4 °C^T 3 0 fp 
m. 5 5°C^T3 2^^1:1^^^^^^^ 3 5HIS£bfc&, 

^«B-a-4fe* 7 2 °c^t 5 frmum bfc„ 

!R-pCRte«fc t)£DfcDNA0fJi-£r 1. 5 %{&St£T;# n -^Vl^Jl^Tfit 
J&U EcoRlMNotltlfbL, #bttfcDNAi^*P CHO 1^ 
20 ^fciVpCOSl^^- (#1^8-2 5 5 1 9 6) ^ n — = ^'b7e 0 
^> *M^^-pCH0 1tt DHFR-AE-rvH-PMl-f (WO 
9 2/1 9 7 5 9#B8J fab, EcoRlMSma Iifbta^M^ 
giJI&U E c o R I -No t I -B a mH I Adaptor (SMoMtM) £r 

25 B 5— #g*F vtfXDEbV^TS /g®fi?IJ£=t — K"t~« DNA»fJt^tP^7^ 5 K 
&p CHO- s c 1 2 B 5Mp COS-scl2B5 t-fo£ bfc„ ^^P. 5 
Kp CHO - s c 1 2 B 5&t/p COS-scl2B5 1 2 B 
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7. 4 m^MM^MkH^S: 1 2 B 5 ffifc (IgG, Fab) M^iFv^ 

1 2 B 5#Cf$ ( I g G. Fab) Ml 2 B 5 £tf$|±j35©— v (/tf 
K) ttC O S - 7 MXiiC HO«^fflV^i^fc 0 
5 COS— 7 ^fB^SSrffiV^fc — iil^^^liLtt^;© =fc 9 bTfro/e 0 1~ 

Gene Pulser |£S (BioRad |±0) ^r^lV^/c^ l/^ 7 foj^ a XSsfCL =fc 19 aftis 

^iALfc 0 12B5ftfr (IgG) ©^S^CttfltrilS©*^^^^— HEF-1 
2 B 5 H- gylMHEF- 12B5L-gK#l OjigT 1 2 B 5 F a 

b^(D^?ifcf4p F d — 1 2B5H^HEF-1 2B5L-g K #l Oygfo 
10 ^ -*iFv©»l±pCOS-scl2B5 (lOjig) ?rPBS^IiL 
fcCOS-7» (lxl0 7 »/ml) 0.8ml«U ^^Hdlli 
1. 5 kV s 2 5nFDOttfct^*4^.t 0 ^fiiCT 1 0^M©|Hl«S8ffi 
(Oik, ho^ 3 V«£tl7t«£, 1 0 %©!^i/)l&j«I*Ht 

tSDMEMlfJI (GIBCO BRL ttM) »^#bfc„ Ittl^Siflb »PB 
15 ST— E2!fc^U $ b^&Mifigi&CHO-S-S FM II i&ift&An*., £ b 2 
BfHJ*&#bfc 0 mm±m&S&>t? b«M^»ir bfcfL 0.2 2pm©7^^ 

12B5ftM©-*|Fv OtfJJ^T^K) OliM?lCHOi 
Zl&titcSrWSt-f 5^:*^ p CHO- s c 1 2 B 5$S^-<^ ^ — £TfB© «t 5 tCH 
20 0«tCitfS^Ab/c 0 

"fftfr*^ Gene Pulser |£g (BioRad fchJR) £fflV^e^l^ h P xKl'— fa V 

te^iUISSa^^ — SrCHOttW&tc^Abfeo fl!'JP«*P v u I T^HbbiM 

ftia/cDNA (lOOpg) tPBSiMLfcCHOtt (lxlO'»/ 
ml) ©0.8ml 3r*g<£ bfc a. MilJlIX.TkfT 1 0#fflSSHt bfcgK 

25 1.5kV N 2 5iiFD(D^S^T/^/W^^4-X.fc D MfcT 1 0 ^ffflOHtfgiM 

©fb h i — i/g ^S$tbfc»^r, 1 0%(D^iym l Msk.m 

t5CHO-S-SFM II (GIBCO BRL &M) ^Px.if#bfe 0 J##2 0^tC5 
n M ^ h h h (SIGMA *±0) 4bt;i: 1 0 % ? M^ilS^tfCH 



WO 02/33072 



60 



PCT/JP01/09259 



O-S-SFMII (GIBCO BRL tilSD U:Tl#£Lfc„ #fetLfc^ o — >^£OV^T 
^Ji*<Z)fSjV^^ p — 1 2 B 5— ^g(F v O^^M^i LT51tHb7c 0 5 n 
Mt< h hl/=¥f— h (SIGMA ttK) ^l«iCHO-S-SFM II 
(GIBCO BRL tfcjR) KTi#»^ *&*±^2rS^ iS'fr#St «t "9 «5&Jt £Bfc 

7. 5 C HOlSjj&gg^CD 1 2 B 5 ^^<7)-^jF v DffM 

7. 4-C#b^fcl 2B 5-*iF vMCHOl4W*±f ^e>©i 

(1) ftF LAG#l{$#^ A 
i#*JLv?f fi, PBS TT^tHb L/c#l FLAG M277^ ^"T — (SIGMA 

*±®j) k man l. tc 0 m mmm x**?^* > if « o . iM^v-y ^m.mm 
mm (pH3. 5) x**7j*fcw^^tcm&n%^&L>tco mm^a, mm&w. 

t)(ClMh^tiM (pH8.0) ^»nx.T^fPbfc 0 SDS-PAGEt 
l&mmft&fttif U — ^F v^|^$tLfcHJ^^Centricon-10 (MILLIPORE *± 

(2) y/i^jsig 

( 1 ) £>al#&f£te, 0.01%Tween20 Sr^tf PBS T^^b LfcSup 
erdex200#7^ (10x300 mm, AMERSHAM PHARMACIA #M) 

L7e 0 

scl2B5tt20©tW (A, B) KftfrtlXMm Ufc (HI 4 8 0 
H^A, B£r 1 4%-SD S-/KU ]J /PT 5 K^£fflV^T^W Lfc 0 f-^ 
TVv&jStg^JMJ, »T'feIL, Laemml i ©^t^CT^Mi^ 

fc % H#A, BV^tbt>3l7G^jco»^^^M^b-r> M-^^_h^T-ft^3 
1 k D tl-^y Ft4x.fc 0 I^AK^B ^ S u p e r d e x 2 0 0 PC 3. 
2/3 0 (3.2x30 0mm N AMERSHAM PHARMACIA SrffiV^^y>j|ig^«k 
•9^#L7c*i^ i^AT1ia^lt±©^l^ 4 4 k D, iif^B "TOIrI 2 2 k 
D^tti^fc (|5 0aRO*bM 0 ^±^>^m^e>x M^Afi s c 1 2 B 
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7. 6 #l-^iF v (Z)T P Oj7d^^ FSt^fll^ 

t hTPO» (MP L) ?rMt5Ba/F3tt (BaF/mpl) KM-f&M 

mmm ^tsraaot, ^m p l tpo & mm l rc 0 

5 B a F/Mp 1 1 %^V|^jk^ (GIBC0*±M) Sr^tr R PM 116 4 

(GIBCO&0) T^WLfcOib, bxlO'tta/ml^MM^^ 
5i5tf«ltS8SLfc, #lMP L-^^^fcfit MPO (R&D Systems 

5 Oji 1 9 a ^/HpJ&^U— h (Falcon fcU) lC#SEU 

10 C0 2 -T ^^^-<— (C0 2 ft: 5%) f2 4^f#Lfc„ WS 

t - 8 mm (±mmmm\^mm s f ii-x^^t*? t±^) ^iojiim, mi& 

^^BS^itm- SPECTRA Fluor (TECANttM) ^fflV^Mf 4 5 0nm, *t 
«6 2 0 nm(Dm%m%Wls£^tc 0 CO^^a^- (C0 2 iii^: 
5%) -X: 2 mm^( ^ Y Lfcf£, SPECTRA Fluor 4 
15 5 0 nm, 6 2 0 n m^BM^Srl'J^ Efc 0 W S T - 8 f^«£$B« 

*1^B a F/Mp l±i^7£t4£^®J; M-Mb/tED 5 0 flifc J; >9 fMffi Lfc„ 

1 0 0 % cir L7c 0 SCT 5 0 0 /o#fi©^j||c:S<3 < (tJlifi^Uc 
20 J; 9Ml5££#T, C^b^^5 0%<h&5^ft:3Sy££&liJ U ~tb<lrED 
5 0fit L7c D 

2 B 5ifL&5>T-£^£^/cCOS- 7«(Dj#«±?f £fflV\ MP L 

^-T^t^* h^tt^i'J^bTc^m, HI 5 i ^^i-i 5 

1 2B 5 I gGTi±^fe#t^^BS«©-h#^If^^nTPO#cDT 
25 ^'-^ h^^b/t^}C*fL (ED 5 0 ; 2 9 n M) x ffimifg&U&fc-' iMXh 
3l2B5Fab (D7d'^ F f&ttfi^^^llV ^ t ©t?fe o fc (ED 5 0 ; 3 4, 
7 2 4 nM) 0 ^rtUC&U Fab £ mm^WM^m^— mX*&%— *iF v 
( s c 1 2 B 5) ^jo(^T(±ED 5 0\j&ff> 7 5 nM^?i^7^^ hfStt^fe 
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-^-) ir#x.bn«^^Sfg*e>^c (0 4 8^#i) o if^T. ^/^-ir^V 

7=*=* h^tt&M^Lfci^JI, 0 5 I RIP 5 2\Z7jk-t£5K scl2B5^ 
^l±ED 5 0 tetfS 4 4 3 8.7 nM£ C O S - 7 #fflJ3ao^±^?rfflV^c^ 

v ( s c 1 2 B 5 ^V^^ ) T?tt~fffi© s c 1 2 B 5 Lift 4 

o offlF38v>r=r=;* h^tt^b/t (edso ; 1 o. um). ££>^, ~fffi© 

— sjc^F vTiit hTPOftbtttCl 2B 5 I gGOr^ f*J£t££:l^£fc L 

MMM8 (t hMPLi^tst h#cf*i 2E i owil^n^- Ki-sat^ 
t hMPL^tSt h^y^o-t;«i 2 e l o©w^^ = — Ki~ 

SDNA^Oi 5 ^ET#^E7c 0 

8.1 i 2 e i o HMH^MM^Hn K-r^itfg^^^ 

WO9 9/1 0 4 9 4 fcfBioOT S / ^IB^lJ 8 5 ) &K^IB?IJ## 8 

^-IB^U (BB^J## 87)(GenBank accession No. A F 0 6 

2252) £-&%^t x^^mmm&mm bfc 0 121+ l/c^ssb^m 

^Hf^l 5 b p cd^-— 7 y-fW9\\%:W^ «t 5 \<iAif(D^r^ u^tf - K 

(12E10VH1, 12E10VH2, 12E10VH3, 12E10VH 
4 ) *C$HM U 12E10VH1 (IE?IJ## : 8 8 ) &t>* 12E10VH3 (IE 
3*J## : 9 0) tt-fe^^^l^J-e, 1 2 E 1 0 VH2 (Ifi?U## : 8 9) 2 
E10VH4 (la^lJS-^- : 9 1) l±T ^XjyfaX'^tl^tb&J&^fZo 
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(12E10VHSM12E10VHA) ^r^Bx., ;feft^ii{:S^£±# 
fitfc. 12E10VHS (iB^IJ##: 9 2) femJj^V^ ^-T* JJ — ^ 

HE^iJtf) 5 ' :/ D^XUIoHindlll *!lRSSP^SfeBB^I^ b 

fcr^if ^gB?IJ£r^oJ; 5 tc, Ifcl 2E 1 0 VHA (K#l#-5§- : 93) 

i^^7^^ K^--ga^J^ bOTiB a mH I fflK»*«WE#l«:8K> J: 5 

PCRtf lOOnHt 10iil©10xPCR Gold Buffer 
II, 1. 5mM MgCl 2 , 0.0 8mM dNTPs ( d A T P , d G T P , 
dCTP, dTTPh 5^^©DNA^!)^7^Ampl iTaq 

Gold C^iiPERKIN ELMER tfcjfi) % 2. 5 I^3^;Vfo©Mty =0* ^ U 
tf-^Kl 2B5VH-l~4^fU 9 4t©DifiStt9^LT^^ 
9 4°CMT 2frm, 5 5°CfClT2^r H mO ? 7 2 «C^T 2#fKI©lM' 2 0^ 

tgL-fc^ lOOpmo 1 e -f-DCDft-iMyy 4 1 2E 1 0 VHS&tfl 2E 
lOVHAeOi, $ bfc 9 4°C^T 3 OsgfrKU 5 5 °C^X 3 0 #^t>* 7 2 °C 
1 ftm<D-y-J 3 5 [Hfxm L-fcflL ^J&SSl^&Hfc 7 2°CTr 5 

PCR»fil. 5%18Mj&Ttfx2<-xSfsU (Sigma tfJU) £^*f#L7c 
^> MPW*B a mH IXVH i n d I I I U t hHf^^^-H 

EF-gYllC^n-=y^Lfc 0 DNAE5IJ^©t, IE LV^DNAlB^J^rW"! - 
SDNAllffit^'at?^^^^ K^HEF-1 2E 1 OH-gyl Lfc B 

£ bfcl, HEF - 1 2 E 1 0H-g Y lWi*E c o R I ftbtMCB a mH 
I-cmfbU 1 2E 1 OVHSr^—K-f-^aHS^SrPSSb/t^ tFFabHl 
M^^-pCOS-Fd(CfALpFd-12E10H^#fc o >fc:jb\ fch 

^tfDNA (IB^J#^-6 3) fCOVvrPCR&«rJ^TltMBLfc8L S!)^» 
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e c o r i at;B a mH i mmmmmm^^-f % x 5 kwu ucgichi 

-S (iB^J##6 4) & % t^7^v-iUt hH««CHl K^-f 

ZHBtf>fltjJh=i Rv** it>*B g 1 II MPS^*tW^^W-t-5 «t 5 KWtft EfcG l 
CHl-A (E?!l#t6 5) £fflWc 0 

-fJXS. KHEF-1 2 E 1 OH- gyl^t/p Fd-12E10 H^^^bS 

i 2 e i o Hm^&ffi&<DE&mmRxfiT ^;$tmm&m&m-% ■. 9 4 k 

8. 2 1 2 E 1 0 LiWM^ J - KtSlfii^Pti 

fc hMPLlc^fS t hfetf* l 2 E 1 0 L£pT2M#£r=i— Kt^Iifli 
WO 99/10494 ^IBifeOT ^ / {mm^ 9 5 ) £K^ia?U#^- 9 

6 tc^-r^^ia^ij^f^f+ Ufco $ b fc, 5 ' jffijc t h$i;M^43l5© y — ^ 

— ffi^J (IB£!|##9 7) (Mo 1 . I mm unol. 1 9 9 2 ; 2 9 : 1 5 1 5- 
15 18) &^*££^6££T*l£fhLfc 0 ^f+Lfc^tt?'JfiJrf3<t|lWc^ 
-etui 5 b pO^w-^^^ia^ij^oJ; 5^4^cD^-y =r^^r u^r^Y (l 

2E10VL1, 12E10VL2, 12E10VL3, 12E10VL4) \C 
U ^rtb-etb-^^ Lfco 12E10VL1 (12?!l#-§- : 9 8 ) 1 2 E 1 

0 V L 3 (E^J#^- : 10 0) tt-ir ^^BB^I, 12E10VL2 (@a^J#-^ : 9 
9) M12E10VL4 (BB2?!I##: 10 1) fiT^ir ^BB^JSrW U # 

^^-T (1 2 E 1 0VLSW1 2 E 1 0 VLA) &JJQzL, ^S©iaf5^^ 
if^S Lfc D 12E10VLS (fB3a|#* : 10 2) femJi^V A -r— T? JJ 

— ^he?u© 5'«(w^!)^xu ioecori $ijps^*imia^j^ e> t* 

fcra-Jf y^K^I&tfcoJ; 9 ^ ^fcl 2E10VLA (Ba?iJ#-^ : 10 3) 

^ 9 ^ -e l ^w^jm © c « £ = - K-r * itsaa^i tew ^ y #4 x l n 
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(Sigma ttSU) SrJBVVfijfiRLfcSL frJPSSlltE c o R I $;t>*B 1 n I U 
t h 7 A^i£f p UC 1 

ffiJl£SP3SE c o R I T^bU 1 2 E 1 0 L^Rl«tot/t h7A^W^t 

E 1 0 LiGtfcT- (IB#!#-i§- : 1 0 4 ) ^^0^7^ *K$rpCOS-12El 
0 L h4fo£ bfc 0 
10 8 . 3 mWf& 1 2 E 1 0 -MF v £>fNR 

nMf&l 2 E 1 0#l{£— ?NKF viil 2 E 1 0 VH- V 1 2 E 1 0 V 

: 1 0 5) Sr#*p-r6^i:-e|^H-L7c 0 y — Ifi^Jfi (G 1 y 4 S e r) 3 
(Dl 5T ^ jm^bteZ) V %t'}%^ (G 1 y 4 S e r) ,(D5T^y 

15 i^b^§yy*-E^V\ SMl2E10iFv (s c 1 2E 1 0*5,fcT* 
d b 1 2 E 1 0) £f#ggb/c 0 

(1) 571/1^^ y ^-IB^IJ^V^cS«^l 2 E 1 O-TfcjKF v 

57 5/^f)^5 y >#-ia?IJ£fflVVcWli$Gl 2 E 1 0— v 
20 K-T Sitf^mi 2 E 1 OHilVM^^ Ki-5mfK^<7) 3'^, RV12E1 

o Lmvmm&=i— Ki-6at^©5'^^ (Giy 4 ser) .^b^syy*^ 

£ 3 — K-T 5 ^SSB^IJ £r $ -tir fc iefS^ 1 toV^T ^rfh^tl P C R $fe & ffl Tig 
BU ilM-f-SCir^J; DftlSLyto Si^ 1 2 E 1 0 -*§F v ©Mofcft 
C4|@©PCR7"7^v- (A~D) %&misfc 0 7 , 7<4*?~-AR&Cte.±^X 

Hmvm^,(Df^^(Dm1jy94^ — m 2E 1 0 S {~?"7-i — A N 
: 10 6) $r/Bv\ HiV^©fcJ6©t^7^v-DB 2 (7°:7 -Y — B „ 
Wm^: 10 7) HiVi^C^fen - Kf§DNAiW7'U ^ 
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XU to (Gly 4 Ser) , d» F, * 5 J) =« - KtSHHa^J^ b^t 

8) ttLiVit©N^n^Kt5DNA}W^y^VXL, J.O (G 1 
5 y 4 Ser) t JJ >*7J — *r =«— K1-3ffiKE?Ufc b ^^HiVf^CC* 

^•7Hil2E10FA (^^-T-r-D, : 10 9) fi L ^RTSHHi^ C 

10 ^— PCRH;PgK:33V^2o©S/iSA-BRt5C-D«:ffV\ ^Ltl-PC 

fcSft^l 2E 1 0— *#|F v^^- K-f S^DNA^ititibfc (|1PCR) 0 
fcfc, I-PCR^V^i±, S*^ 1 2 E 1 0 HiVf ^^n- Kt57°7^ 
15 5 KHE F - 1 2 E 1 0 H- g y 1 (HJfe0>J 8 . 1 Xtmfcj* 1 2 E 1 0 

LiVi^3-Kt57°7^^ KpCOS-1 2E10L (M1&M8. 1 £r# 

I-PCRiWl5 0iil|j;, 5pl©10xPCR Gold Buff 
er II, 1. 5mM MgCl 2N 0 . 0 8 mM dNTPs, 5^yl«©D 
20 NA/Ky ^ 7— if Amp 1 i T a q Gold (f^_tPERKIN ELMER #M) , 1 0 
0 t'n^foC^^^v^l 0 0 n g O#«lDNA^fU 9 4°C 
©WHia9* bt/^lu 9 4°C^T 3 OfWHk 5 5°C^T 3 0f)>fflRX* 
7 2°C\ZX 1 ftMWJ * fr* 3 5E^U7b#, SJ&SS^&Hfc: 7 2 < Ct?5 

25 PCR»A-B (4 2 9 bp) &.t>*C-D (3 9 5 bp) ttfZPCRf 

7?t^Jll/fc, $fc-pcRte*5V^T, iii:Utl]iLfo©I-PCR^ 
feA-BStKPCRSJSftC-D, 100t 8 3^fo©^7°7^-7^> 1 Op 1 
(^)10xPCR Gold Buffer IK 1. 5 mM MgC 1 2> 0.0 8 
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mM dNTP s x 5 y h^DNA^U^ -7— if Amp 1 i T a q 

Gold (J^_kPERKIN ELMER #M) 9 8p 1 (DP C Rm&&*. -t 

IB i l^^fFTT'S/ft § ^tc B 

iZPCRta *?£Xfc7 9 5 b p©DNA»ffrfcol/^ 1. 5%{£Sb&T# 
n-^Vu^ffl^T^MUfcfJK E c oR iMo t I U #£>*b7tD 

NAKFfJf £rp CHO l-<^^-*fcf*p COS l^ft — Kf p— =i^L/S: 0 
J&*3, OT^^^-pCHOlIt DHFR-AE-RVH-PM1 - f (WO 
9 2/1 9 7 5 9^1) EcoRlSUSSma I»<fc!3ftM^ 

fiiJI&U E c o R I -N o t I — B a mH I Adaptor (SiW) & 
tJflllSLfc^* — T-feSo DNABE?iJ#:J£<E>^ S«12 
B 5— v©J£LV^T 5 y^ia^ij^^- Ki-^DNArrit^tP^ 0 ^^ 5 K 
£rp CHO - d b 1 2 E 1 0 s M'pCOS-d b 1 2 E 1 0 Lfc 0 #7° 

7* 5 Kp CHO - d b 1 2 E 1 OMp COS-dbl2E10 frSS 
$fj& 1 2 E 1 0— «tF v (Dm.WEM'BiXfiT 5 / ^ia^JSrffi^J#-^ : HOC* 

(2) 1 5 7-;/i^b^s y jagJ^ajL^g&fc 2E i o-^fCF v 

1 575/^b45 V ^*—m&\&m^K.WfcJ&l 2E 1 0-*iFv% = 
- K-T SiftS^fi 1 2 E 1 0 HglVUHJsfcS: a— Ki~5it^O 3 St; 1 2 E 
1 0 LiV»n- K-r6it^^5'^C^rtv^ (G 1 y 4 S e r ) 3 3&>e>& 

?£^fflv^IU 3g*&i-5££teJ:!3l*l&Ufc c ffl|«12E10-*«Fv 
(DfcB:<Dfz.&K4&(DP CR^^f^ (A~D) £"f£ffl b7c c 

H^v®^©yt4e>fl5^r^^ , 7^-^— si 2E 1 0 s (■7 0 7-r^— a, sa» 

10 6) HiV^fc^Of^/^/^s c 4. 3 (^7^^— 

B, 111) tes HiVW©C»3-Kt2.DNAlW^y 

^/XU J.O (Gly 4 Ser) 3 #>e> & 5 v & ^— Ki-£:!ft£BB?llfc b 
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LiVli«Z)fc«^7^-7-s c 1. 3 IcfJJ**— ga?U## : 1 1 
2) iiLlV»N»3-Kt5DNAicM^D^XU JLo (G 1 
y 4 Se r) 3 J)> h 6 U = — K"t b tffcHdKvMJS© C* 

^v-iil2E10FA — D, gE^IJ^-^ : 10 9) « L 0 bTM^ C 

*^Sr^- KtSDNAlW^y^XU loFLAG^n- Ki-«*S30E 

||— P CRf£PW^^T2 0<DR/fcA-B&t/C-D£m\ ^btf-P C 

V^HWfigl 2E 1 0— *fF v&r 3— K-T 5 <£*DNA£±ii|iILfc (UPC 
R) c f-PGRm^tt, mWl&l 2E 1 0— «(F v^n-KtST 1 

7^5KpCOS-dbl2E10 (H»ij8. 1 (l)£#HfO LTfflV^ 

i-PCRMO^l5 0nlit 5pl©10xExTaq Buffer. 
0. 4mM dNTPs, 2.5^=5'F©DNA#!J^7^TaKaRa 

ExTaq (JSl_bSM3t*±$0 N 1 0 0 t°n^f OO^^v-Ml 0 n 
g©^i!DNA^tU 9 4tOfflfi|l^3 0f«UT^t9 4°C^ 
T 1 5fWBJXt*7 2ti:T2^lliI©t'f^/^5|l, 9 4°C^T 1 5f^BBXtJ«7 
0 < C*CT2#ra<PlM^A'&5|EU 9 4°C('T1 5W(/6 8^X2^1^ 

PCR^kj5g#lA-B (4 7 7 b p) XtfC— D (4 4 7 bp) (iilPCRf 
7s/ty^JJtfc g ^-PCR^*3V^-C, HiiLtlpLfo©I-PCR^ 
^A-BMPCRMC-D, 10 0 t°n^fo©7°7-fv-AXt;D, 
5p. 1 <£> 1 OxExTa q Buffer. 0 . 4 mM dNTPs s 2.5=^=--y 
h©DNA/^J)^7^TaKaRa ExTaq (^±^MattUS) 4riR-£ U 
_kf3 <h IrI^<7)^#TT?^ $ 
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$ZPCRia^Cfc8 2 5 b p©DNA|ffjtfcoV^l. 0 %teSL&T;tf 
n — ^y/U&JBVv-CflffiiU Ec oR iWNo t I "C^HbU #btu/cDNA 
PKfjt^rp CHO 1^ ^fcttp COS 1^^ — m^P—^V^L/to DN 
Aifi^iJ&^fJL 1 2 E 1 0-*iF v CO IE LV^T 5: /SHE^ISt^ — Ki" 

5 ^DNA^^tP^ 0 ^^ 5 KSrp CHO- s c 1 2 E 1 O^pCOS-s c 
1 2 E 1 0 bifr& Lfc ^9^^ Kp CHO- s c 1 2 E 1 OWpCOS- 

s c 1 2 e i o \z<g$-tbzmm& 1 2 e i o—*mF v <D&me&\RxfiT 

HB#l£rE#l#-£- : 1 1 3 

8. 4 aiiiiailMllEMM (UG, Fab) M-^lFv 
io y ^<Zff- Y<D3&& 

1 2 E 1 OirCft: ( I g G, Fab) t£bX*\£ 1 2 E 1 OftfrS*©-*iF v 

COS-7»£rJlV^c— m&)temm^lk(V£ 9t-E-C^To7t 0 i-ft:b*>, Ge 
15 ne Pulserl I g£fli (BioRad *±§J) £r/BV\fc:^l^ ^^^3^ 
let Ipilfe-T-^Ab/Co 1 2E10W (IgG) ©&^fcfi8&ifc©353S^* 
— HEF - 1 2 E 1 OH- gylWpCOS- 12E10L^1 OiigTo£r, 
12E10Fab WrK<D&^W£ p F d- 1 2 E 1 OH^p COS- 1 2E 1 0 
L#l OpgfoSr, — :£#|F v(7)Mi-lip COS-scl2E10 ( 1 Op. 
20 g) ffcftpCOS-dbl2E10 (10pg) SrPB SfcJBMBLfcCOS- 7 
» (lxlO'»/ml) 0. 8m nc^Lfct>0£^'<S' MdJPx., 1. 
5kV, 2 5iiFDO^ft^-C^V^^-^x.fc 0 tfitt 1 O^©0»1©tl 

MEMf* (GIBC0 BRL ffiK) ^nxJ##Lfco M^#fJe, ll^PBSt'- 
25 Elgfe^U $&(-iW»CHO-S-SFMI I igHfc (GIBC0 BRL tt44) 

x. N $ e,K:3 Bmmm^tio mm±m^m>^\^mm^k^^m^\^t^ 0.22 

3cfc, 12E10^ft^-*iFv c^y-<^K) ©tlM3§mCHO 



WO 02/33072 



70 



PCT/JPOl/09259 



ImifoW&fflfrtZftft. p CHO- s c 1 2 E 1 O^/Uip CHO-d b 1 2 E 
1 0 3§5!-< 9 * — fr^tl CHO ffilk liCMfc^-M- A b 7C 0 

^Sg^* — Gene Pu 1 s e r I I (BioRad frjg) SffflV^fc 

xi/^/ h n U-is a «t 9 C HO^ja^S^A b7e D P v u I mfcfc 

«t9fi«WafcDNA (lOOpg) iPBS(«UcCHO« (lxlO 7 
US/ml) OO. 8ml ^jS^L^it^Sr^a^y H^Px., SK^lO^Wf^ 
Kb/cf^ 1.5kV. 2 5pFD©*ll::T^S:4^fc. ^i&fcT 1 0#[ffl 

^jk»^fetJ ? ^t«^'a-W-r6CHO-S-S FMI U#i6S (GIBCO BRL *±®D 

i-7JRxJ#ilb7c 0 J#*2 b^^i o%^*if^^j^jfiL*^^ri-^^^c 

HO-S-SFMI Iftflfi (GIBCO BRL fcfcfil) te:TJ#*b7t 0 #b*bfc^ n 
oV^T^AOiijV^ n — i/^r 1 2E1 0— v <£>jg£#BJi&tfc £ bTjiiRb 

7t 0 c: (DmmW&Mrfa.mi%MCHO~ s - s fm i I Jtifi (gibco brl thSS) 

7 ^ y^-Srii-r ' t -eit*±iff^« bfc 

8. 5 CHOiaaMO 1 2 E 1 0 E^jP-^iF v OSI 

mMM 8 . 4t#fc-*iF vMCHO» (sc12E10, dbl2 
E10) WW#±^^FLAGft^7^, #.t>^Vv3i!#7.A& 
ffiV^T-^F v£*tSbfc 

(1) ftFLAGW*7A^^fcll 

( s c 1 2 E 1 0 , dbl2E10) -tijvetb 15 0 mM N a C 
l^tf5 0mMf^-Mi«t (pH7.4) ^T^fHfc bfdft FLAG 
M2 T7 4~"T4 f/V ( S 1 GMAlii) ^ U mmffiWLX**) 7^1: 

tfe&^K 10 0 mM ? V is^mffiffi. ( p H 3 . 5 ) 7 -M-BK* bfcSS JC£ 

^i±s bfc 0 j$as^fiia^^ 1 m h v ^-mmmnm (phs.o M^-r^n 

b7c 0 SDS-PAGEt^»WU — v^^^^fc®^^, 
^tthftiy°— />U Centricon-10 (T^vii®*) 5rffl^tl^2 0 
f«^bfc 0 
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(2) ^/uatifl 

( 1 ) (Z)®5>^r, 0.01% Tween2 0 ^tf PBS T*¥SfB LfcSupe 
rdex 2 0 0HR*7^ (10x30 Omm, Am ersham Pharma 
c i a*±®* ) ^^PLfc 0 * n-v f>^A£r|2|5 3*5«fctf5 4^^i"„ 
5 scl2E10(^V^tt2oOt°^ (A, B) riMStti (05 3) O J^fc, 

dbl2E10T?tt, 2o©t°-^ (c, D) tfStfct±J$*Wfc (BI5 4) 0 -£3Ve*l/ 
<7)t 0 -^jlj^^5>^b, ilTn^lJ^JP, ^ttt^lt, Laemml 

^cxmM^Wj«rfTV\ ^ifiei*^-7^!) yr^h^-^febrco 

0 5 5^i-J:5^ S^A. pf#B, m^c, H#DVvfftfcJS5n#J©?fcfl[i£> 
10 ^T&S&cBIfc>e>i\ R^t-LO^S^ 3 l kDfcl- KSr^-^fc 0 i^b© 
m#£\ itui^S uperdex20 0 HR# y A&fflV^£Vl'5ifi"'C##T b^t 

(i5 6^#I)o — ^ ®#CttJLri>ttJh©5HPft!&6 9 kD N I^D[i^4 1 
kD^ttJ^ti/fc (0 5 7 4r#Rg) SUz<DfeR1b> b > SG 12E10ft*« 

t), ^/c, d b 1 2 E 1 0 i*OB53 V C fi~*iF v b !i -7", 

8. 6 f f-MF v P Oi7d^^ bffiftOjf 

fc MPOSt* (MP L) ^Mt5Ba/F3» (BaF/mpl) KttirZft 
20 SttSttSrfllJJti- S'Hciot, *rCm p 1 T P O^fgttoWflff Srtr 

BaF/mp 1 1 % ^ v-J&JMiif (GIBC0 %h$») Sr^tfRPMI 164 

OJ&ifi (GIBC0 1±$S) -t?2|II^Lfc©^, 5xl 0 5 «/mL©»Mi^i 
5i5M«lfc„ #lMP L— ^^^fcttt hTPO (R&D Systems 
25 *fcJ&) ^ftT'l^tWL, ite»f5 0nLfc^fcfit MPOW 
5 OpL ^JbP^T 9 6 9 P ^^yU^FS^^— h (Corning tbfil) 

C0 2 ^y^ra^- (CO,M: 5%) T? 2 4 B#WJJ&# bfc 0 WS 
T-8f*$S (MiSteMlSF : t*7>f 7^^1±®D SrlOnLfc Wk 
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mK3fe3fo£ffh Benchmark Plus (BioRad #M) ^fflV^KSft4 5 0 nm % *fRg 

5 %) T? 2 BtffiM ^ b bfeft, Benchmark Plus ^fflV^TSJtf'J^fcR: 4 

5 0 nm, *f.«*6 5 5 n m©»3fc* t-7c D WST-8»4H» 

iiCBaF/mp 1 fflfl&itSSi&tt&iftilli bfc 

#3811 2E1 O^^Sr^^^COS- 73HaflS^il_h?t^fflV\ MP 

/ S£ ( d b 1 2 E 1 0 ) *3 «t T>* 1 5 7 $ 7 Ife ( s c 1 2 E 1 0 ) (P—^MftF v T? 

KlfcTb (ED 5 0 ; *th^tl9 pM*3«ttJ«5 1 p M) , 1 2 E 1 0 I g G&itFl 
2 E 1 0 F a b "T:-te^< bfrfc^ofc,, 

5 D T\ 1 2E1 0-*iF v^i$tfcCHO»©fiJ:^W 
ii#WbT, MPL^*t-r«T=r=^ h 89 J£Lfc 0 *©*S*SrHI5 9^ 
i-„ s c 1 2E 1 0^^^T^^^*tb5-*f* (s c 1 2E 1 E 
D 5 0 ; 1 . 9 pM) ( s c 1 2 E 1 0 ^ / — , ED50 ;>10n 

M) Klk^X* 5 0 0 0§MV^TPOt7^^ fffift^U ^(Dm&te 
TPO (ED50 ; 27pM) «t 19 fc38ta»ofc 0 *7c. d b 1 2 E 1 0 © 

( d b 1 2 E 1 0 y-T ^r— , ED50;2.0pM) tisoUElO^- £: 
f3U3fl^©3&V^i£te«r^bfc. 8 ^Vu^>il^*^bH4^i:#^$tbfcd b 1 2 
E 1 0 h V (ED50;7.4pM) tdbl2E10 — \Z.tt&Z>i£fci 

V^'|4&^b7c 0 fiJLt©^^^ T=*'^* h#Cf*l 2 E 1 0©fS^ti % 4jl)F. 
^^{£^~{ffi (^V-^-) -CfeSr i:^Sl?i:^^btbS^^ 12E10 Ig 
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0 1. t H gG 1 ftWfc^, tMAP L 1 2 1 0 « ( h I A P 

/LI 210) l^U|V>ui:^t7n-t^ h y -©^^^0^ 

5 [112. ^7MABL-l$i*^ t M AP^t5 L 1 2 1 Ott (h 
I AP/L 12 10) KtftmffyK.tg&'tZZ.b&Tfi'lryv—V-'f b / b })>-<Dfe 

03. ^^7MABL-2W, t h IAPSrMtSLl 2 10tt (h 
IAP/L1210) JcKMFSW^-a-f-Sr i:S:^i-7n— f--f h V —<DW 

io M£^i-ia-e£>5 0 

1216. ^©-*|Fv^3-Ft5DNA^ n&?LWj«[BJ&K:T^m£-* 

ffiO«fc^s ^-7-*"^-^- (_h#>b 9 7.4, 66, 45. 31, 21.5, 1 4. 5 
k D a ^-T) , P CHOliACOS7 Mmm±.m , P C H OM 2 2#A«*& 
#_t}ft 0 P C HOM 2 f Ai)fift*±?SS'Si^MAB L - 2 fe*-*§F v 

08. nyhP-/VHT©pCHOl/COS7 Hij||±S0^ft(i, =« 
1/ yxi—jvk lt©p COS1/L121 0»^fi^b^r. ^£^1-:7p 
— 1M b^ b V — ©jfe*«r^i-0-X?*>So 

0 9. MABL2-S cFv/COS7«Jti±IMM, n ^ h a — 
25 £ LTOp COS 1/L 12 1 0»tl4|£^L^V^ i 5r*f7 o-f^ 

0 10. nybn-;i/i:LT©pCOSl/COS7 iJ&f t ifwfe^li, h 
I AP/L 12 1 0#Bfl&je:^b^V>C: i^f7n- b^ b V — 
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mil. MABL2-S cFv/COS7«fSJ:i©S& hlAP/L 

5 m 1 2 . Il^J 5 . 6 -CtjH-C ompetitive ELI SA©g|:lr*t 
m~C£>9 N T^^P^©— T^^F v (MABL2-scFv) ^^lJMt^S'I*^ =» 
^ fo^i: Lt©p CHO 1/COS 7lB^J#a_h?ti:i;b^L-r, -r?*^/ 

HIl 3. H»!]5. 7 ©7* , 3Vhn 

10 ^fcLtOpCOSl/L12 10W:(i, 3yfp-/^LT©pCHO 
1/COS 7«it*-tm^f*ttT^ h—iyX&ffin^ft^Z. b&Tjk-To 
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SEQUENCE LISTING 

<110> CHUGAI SEIYAKU KABUSHIKI KAISHA 

<120> Small remodeling agonist antibody against TPO 

<130> FP1033 

<141> 2001-10-22 

<150> JP2000-321821 

<151> 2000-10-20 

<150> PCT/JP0 1/03288 

<151> 2001-04-17 

<150> JP2001-277314 

<151> 2001-09-12 

<160> 113 

<210> 1 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 1 

ccatcctaat acgactcact atagggc 27 

<210> 2 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> PCR primer 
<400> 2 

ggatcccggg tggatggtgg gaagatg 27 

<210> 3 
<211> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 3 

ggatcccggg ccagtggata gacagatg 28 

<210> 4 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 4 

ggatcccggg agtggataga ccgatg 26 

<210> 5 
<2U> 394 
<212> DNA 
<213> Mus 
<220> 
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<221> CDS 

<222> (1). . . (393) 

<223> pGEM-MlL. l-57;signal peptide, 58-394;mature peptide 
<400> 5 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cot gcg 48 
Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp lie Pro Ala 

15 10 15 

tec age agt gat gtt gtg atg ace caa act cca etc tec ctg cct gtc 96 
Ser Ser Ser Asp Val Val Met Thr Gin Thr Pro Leu Ser Leu Pro Val 

20 25 30 

agt ctt gga gat caa gec tec ate tct tgc aga tct agt cag age ctt 144 
Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu 

35 40 45 

eta cac agt aaa gga aac acc tat tta caa tgg tac eta cag aag cca 192 
Leu His Ser Lys Gly Asn Thr Tyr Leu Gin Trp Tyr Leu Gin Lys Pro 

50 55 60 

ggc cag tct cca aag etc ctg ate tac aaa gtt tec aac cga ttt tct 240 
Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser Asn Arg Phe Ser 
65 70 75 80 

ggg gtc cca gac agg ttc agt ggc agt gga tea ggg aca gat ttc aca 288 
Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr 

85 90 95 

etc aag ate age aga gtg gag get gag gat ctg gga gtt tat ttc tgc 336 
Leu Lys He Ser Arg Val Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys 

100 105 HO 

tct caa agt aca cat gtt ccg tac acg tec gga ggg ggg acc aag ctg 384 
Ser Gin Ser Thr His Val Pro Tyr Thr Ser Gly Gly Gly Thr Lys Leu 
115 120 125 



WO 02/33072 



4/74 



PCT/JP01/09259 



gaa ata aaa c 394 
Glu lie Lys 
130 

<210> 6 

<211> 409 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (408) 

<223> pGEM-MlH. 1-57; signal peptide, 58-409 Jmature peptide 
<400> 6 

atg gaa tgg age tgg ata ttt etc ttc etc ctg tea gga act gca ggt 48 
Met Glu Trp Ser Trp He Phe Leu Phe Leu Leu Ser Gly Thr Ala Gly 

15 10 15 

gtc cac tec cag gtc cag ctg cag cag tct gga cct gac ctg gta aag 96 
Val His Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Asp Leu Val Lys 

20 25 30 

cct ggg get tea gtg aag atg tec tge aag get tct gga tac ace ttc 144 
Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

35 40 45 

gtt aac cat gtt atg cac tgg gtg aag cag aag cca ggg cag ggc ctt 192 
Val Asn His Val Met His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu 

50 55 60 

gag tgg att gga tat att tat cct tac aat gat ggt act aag tac aat 240 
Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn 
65 70 75 80 
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gag aag ttc aag 
Glu Lys Phe Lys 

gca gcc tac atg 
Ala Ala Tyr Met 
100 

tac tac tgt gca 
Tyr Tyr Cys Ala 
115 

ggc acc act etc 
Gly Thr Thr Leu 
130 



ggc aag gcc aca 
Gly Lys Ala Thr 
85 

gag etc age age 
Glu Leu Ser Ser 

aga ggg ggt tac 
Arg Gly Gly Tyr 
120 

aca gtc tec tea 
Thr Val Ser Ser 
135 



ctg act tea gag aaa 
Leu Thr Ser Glu Lys 
90 

ctg gcc tct gag gac 
Leu Ala Ser Glu Asp 
105 

tat agt tac gac gac 
Tyr Ser Tyr Asp Asp 
125 

g 



tec tec age 288 
Ser Ser Ser 
95 

tct gcg gtc 336 
Ser Ala Val 
110 

tgg ggc caa 384 
Trp Gly Gin 

409 



<210> 7 

<211> 394 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (393) 

<223> pGEM-M2L. 1-57; signal peptide, 58-394;mature peptide 
<400> 7 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct ggt 48 
Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp He Pro Gly 

15 10 15 

tec age agt gat gtt gtg atg acc caa agt cca etc tec ctg cct gtc 96 
Ser Ser Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val 
20 25 30 
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agt ctt gga gat caa gcc tec ate tct tgc aga tea agt cag age ctt 144 

Ser Leu Gly Asp Gin Ala Ser lie Ser Cys Arg Ser Ser Gin Ser Leu 

35 40 45 

gtg cac agt aat gga aag ace tat tta cat tgg tac ctg cag aag cca 192 

Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro 

50 55 60 

ggc cag tct cca aaa etc ctg ate tac aaa gtt tec aac cga ttt tct 240 

Gly Gin Ser Pro Lys Leu Leu lie Tyr Lys Val Ser Asn Arg Phe Ser 

65 70 75 80 

ggg gtc cca gac agg ttc agt ggc agt gga tea gtg aca gat ttc aca 288 

Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val Thr Asp Phe Thr 

85 90 95 

etc atg ate age aga gtg gag get gag gat ctg gga gtt tat ttc tgc 336 

Leu Met He Ser Arg Val Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys 

100 105 110 

tct caa agt aca cat gtt ccg tac acg ttc gga ggg ggg acc aag ctg 384 

Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly Gly Gly Thr Lys Leu 

115 120 125 

gaa ata aaa c 394 
Glu He Lys 
130 



<210> 8 

<211> 409 

<212> DNA 

<213> Mus 
<220> 

<221> CDS 



WO 02/33072 



7/74 



PCT/JP01/09259 



<222> (1). . . (408) 

<223> pGEM-M2H. 1-57; signal peptide, 58-409 ; mature peptide 
<400> 8 

atg gaa tgg age tgg ata ttt etc ttc etc ctg tea gga act gca ggt 48 

Met Glu Trp Ser Trp He Phe Leu Phe Leu Leu Ser Gly Thr Ala Gly 

15 10 15 

gtc cac tec cag gtc cag ctg cag cag tct gga cct gaa ctg gta aag 96 

Val His Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys 

20 25 30 

cct ggg get tea gtg aag atg tec tgc aag get tct gga tac acc ttc 144 

Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

35 40 45 

get aac cat gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt 192 

Ala Asn His Val lie His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu 

50 55 60 

gag tgg att gga tat att tat cct tac aat gat ggt act aag tat aat 240 

Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn 

65 70 75 80 

gag aag ttc aag gac aag gec act ctg act tea gac aaa tec tec acc 288 

Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr 

85 90 95 

aca gee tac atg gac etc age age ctg gee tct gag gac tct gcg gtc 336 

Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val 

100 105 110 

tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg ggc caa 384 

Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin 

115 120 125 

ggc acc act etc aca gtc tec tea g 409 
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Gly Thr Thr Leu Thr Val Ser Ser 
130 135 

<210> 9 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 9 

cccaagcttc caccatgaag ttgcctgtta gg 32 

<210> 10 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 10 

cccaagcttc caccatggaa tggagctgga ta 32 

<210> 11 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 11 
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cgcggatcca ctcacgtttt atttccagct tggt 34 

<210> 12 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 12 

cgcggatcca ctcacctgag gagactgtga gagt 34 

<210> 13 

<211> 30 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 

<400> 13 

catgccatgg cgcaggtcca gctgcagcag 30 

<210> 14 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 14 

accaccacct gaggagactg tgagagt 27 
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<210> 15 
<2U> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 15 

gtctcctcag gtggtggtgg ttcgggt 27 

<210> 16 
<2U> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 16 

cacaacatcc gatccgccac cacccga 27 

<210> 17 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 17 

ggcggatcgg atgttgtgat gacccaa 27 
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<210> 18 
<211> 57 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 18 

ccggaattct cattatttat cgtcatcgtc tttgtagtct tttatttcca gcttggt 57 

<210> 19 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Linker amino acid sequence and nucleotide sequence 
<400> 19 

ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga teg 45 
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser 

5 10 15 



<210> 20 

<211> 828 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (822) 

<223> pscMl. MABLl-scFv 
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<400> 20 

atg aaa tac eta ttg cot acg gca gec get gga ttg tta tta etc get 48 

Met Lys Tyr Leu Leu Pro Thr Ala Ala Ala Gly Leu Leu Leu Leu Ala 

15 10 15 

gee caa cca gec atg gcg cag gtc cag ctg cag cag tct gga cct gac 96 

Ala Gin Pro Ala Met Ala Gin Val Gin Leu Gin Gin Ser Gly Pro Asp 

20 25 30 

ctg gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 144 

Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac ace ttc gtt aac cat gtt atg cac tgg gtg aag cag aag cca ggg 192 

Tyr Thr Phe Val Asn His Val Met His Trp Val Lys Gin Lys Pro Gly 

50 55 60 

cag ggc ctt gag tgg att gga tat att tat cct tac aat gat ggt act 240 

Gin Gly Leu Glu Trp lie Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr 

65 70 75 80 

aag tac aat gag aag ttc aag ggc aag gee aca ctg act tea gag aaa 288 

Lys Tyr Asn Glu Lys Phe Lys Gly Lys Ala Thr Leu Thr Ser Glu Lys 

85 90 95 

tec tec age gca gec tac atg gag etc age age ctg gee tct gag gac 336 

Ser Ser Ser Ala Ala Tyr Met Glu Leu Ser Ser Leu Ala Ser Glu Asp 

100 105 110 

tct gcg gtc tac tac tgt gca aga ggg ggt tac tat agt tae gac gac 384 

Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Ser Tyr Asp Asp 

115 120 125 

tgg ggc caa ggc ace act etc aca gtc tec tea ggt ggt ggt ggt teg 432 

Trp Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser 

130 135 140 



WO 02/33072 

ggt ggt ggt ggt teg ggt 

Gly Gly Gly Gly Ser Gly 

145 150 

act cca etc tec ctg cct 

Thr Pro Leu Ser Leu Pro 
165 

tgc aga tot agt cag age 

Cys Arg Ser Ser Gin Ser 
180 

caa tgg tac eta cag aag 

Gin Trp Tyr Leu Gin Lys 
195 

aaa gtt tec aac cga ttt 

Lys Val Ser Asn Arg Phe 
210 

gga tea ggg aca gat ttc 

Gly Ser Gly Thr Asp Phe 

225 230 

gat ctg gga gtt tat ttc 

Asp Leu Gly Val Tyr Phe 
245 

tec gga ggg ggg ace aag 

Ser Gly Gly Gly Thr Lys 
260 

gat aaa taatga 
Asp Lys 



13/74 

ggt ggc gga teg gat gtt 
Gly Gly Gly Ser Asp Val 
155 

gtc agt ctt gga gat caa 
Val Ser Leu Gly Asp Gin 
170 

ctt eta caG agt aaa gga 
Leu Leu His Ser Lys Gly 
185 

cca ggc cag tct cca aag 
Pro Gly Gin Ser Pro Lys 
200 

tct ggg gtc cca gac agg 
Ser Gly Val Pro Asp Arg 
215 220 
aca etc aag ate age aga 
Thr Leu Lys lie Ser Arg 
235 

tgc tct caa agt aca cat 
Cys Ser Gin Ser Thr His 
250 

ctg gaa ata aaa gac tac 
Leu Glu lie Lys Asp Tyr 
265 



PCT/JP01/09259 

gtg atg acc caa 480 
Val Met Thr Gin 
160 

gec tGC ate tct 528 
Ala Ser He Ser 
175 

aac acc tat tta 576 
Asn Thr Tyr Leu 
190 

etc ctg ate tac 624 
Leu Leu He Tyr 
205 

ttc agt ggc agt 672 
Phe Ser Gly Ser 

gtg gag get gag 720 
Val Glu Ala Glu 
240 

gtt ccg tac acg 768 
Val Pro Tyr Thr 
255 

aaa gac gat gac 816 
Lys Asp Asp Asp 
270 

828 



<210> 21 
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<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 21 

acgcgtcgac tcccaggtco agctgcagca g 31 



<210> 22 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 22 

gaaggtgtat ccagaagc 18 



<210> 23 

<211> 819 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (813) 

<223> pCHOMl. MABLl-scFv 

<400> 23 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca ggt 48 
Met Gly Trp Ser Cys He He Leu Phe Leu Val Ala Thr Ala Thr Gly 
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15 10 15 

gtc gac tec cag gtc cag ctg cag cag tot gga cct gac ctg gta aag 96 
Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Asp Leu Val Lys 

20 25 30 

cct ggg get tea gtg aag atg tec tgc aag get tct gga tac ace ttc 144 
Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

35 40 45 

gtt aac cat gtt atg cac tgg gtg aag cag aag cca ggg cag ggc ctt 192 
Val Asn His Val Met His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu 

50 55 60 

gag tgg att gga tat att tat cct tac aat gat ggt act aag tac aat 240 
Glu Trp lie Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn 
65 70 75 80 

gag aag ttc aag ggc aag gec aca ctg act tea gag aaa tec tec age 288 
Glu Lys Phe Lys Gly Lys Ala Thr Leu Thr Ser Glu Lys Ser Ser Ser 

85 90 95 

gca gec tac atg gag etc age age ctg gee tct gag gac tct gcg gtc 336 
Ala Ala Tyr Met Glu Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val 

100 105 110 

tac tac tgt gca aga ggg ggt tac tat agt tac gac gac tgg gge caa 384 
Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Ser Tyr Asp Asp Trp Gly Gin 

115 120 125 

ggc ace act etc aca gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt 432 
Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly 

130 135 140 

ggt teg ggt ggt ggc gga teg gat gtt gtg atg ace caa act cca etc 480 
Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin Thr Pro Leu 
145 150 155 160 
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tec ctg cct gtc agt ctt gga gat caa gec tec ate tct tgc aga tct 528 

Ser Leu Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser 

165 170 175 

agt cag age ctt eta cac agt aaa gga aac ace tat tta caa tgg tac 576 

Ser Gin Ser Leu Leu His Ser Lys Gly Asn Thr Tyr Leu Gin Trp Tyr 

180 185 190 

eta cag aag cca ggc cag tct cca aag etc ctg ate tac aaa gtt tec 624 

Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser 

195 200 205 

aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga tea ggg 672 

Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Gly 

210 215 220 

aca gat ttc aca etc aag ate age aga gtg gag get gag gat ctg gga 720 

Thr Asp Phe Thr Leu Lys He Ser Arg Val Glu Ala Glu Asp Leu Gly 

225 230 235 240 

gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg tec gga ggg 768 

Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Ser Gly Gly 

245 250 255 

ggg acc aag ctg gaa ata aaa gac tac aaa gac gat gac gat aaa taa 816 

Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp Asp Asp Asp Lys 

260 265 270 

tga 819 

<210> 24 
<211> 828 
<212> DNA 
<213> Mus 
<220> 
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<221> CDS 
<222> (1). . . (822) 
<223> pscM2. MABL2-scFv 
<400> 24 

atg aaa tac eta ttg cct acg gca gec get gga ttg tta tta etc get 48 
Met Lys Tyr Leu Leu Pro Thr Ala Ala Ala Gly Leu Leu Leu Leu Ala 

15 10 15 

gee caa cca gee atg gcg cag gtc cag ctg cag cag tct gga cct gaa 96 
Ala Gin Pro Ala Met Ala Gin Val Gin Leu Gin Gin Ser Gly Pro Glu 

20 25 30 

ctg gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 144 
Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac acc ttc get aac cat gtt att cac tgg gtg aag cag aag cca ggg 192 
Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin Lys Pro Gly 

50 55 60 

cag ggc ctt gag tgg att gga tat att tat cct tac aat gat ggt act 240 
Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr 
65 70 75 80 

aag tat aat gag aag ttc aag gae aag gee act ctg act tea gac aaa 288 
Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys 

85 90 95 

tec tec acc aca gee tac atg gac etc age age ctg gec tct gag gac 336 
Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp 

100 105 110 

tct gcg gtc tat tac tgt gca aga ggg ggt tac tat act tac gac gac 384 
Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp 
115 120 125 
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tgg ggc caa ggc ace act etc aca gtc tec tea ggt ggt ggt ggt teg 432 
Trp Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser 

130 135 140 

ggt ggt ggt ggt teg ggt ggt ggc gga teg gat gtt gtg atg acc caa 480 
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin 
145 150 155 160 

agt cca etc tec ctg cct gtc agt ctt gga gat caa gec tec ate tct 528 
Ser Pro Leu Ser Leu Pro Val Ser Leu Gly Asp Gin Ala Ser lie Ser 

165 170 175 

tgc aga tea agt cag age ctt gtg cac agt aat gga aag acc tat tta 576 
Cys Arg Ser Ser Gin Ser Leu Val His Ser Asn Gly Lys Thr Tyr 

180 185 190 

cat tgg tac ctg cag aag cca ggc cag tct eca aaa etc ctg ate tac 624 
His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr 

195 200 205 

aaa gtt tec aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt 672 
Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser 

210 215 220 

gga tea gtg aca gat ttc aca etc atg ate age aga gtg gag get gag 720 
Gly Ser Val Thr Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu 
225 230 235 240 

gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg 768 
Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr 

245 250 255 

ttc gga ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac gat gae 816 
Phe Gly Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp Asp Asp 

260 265 270 

gat aaa taatga 828 
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Asp Lys 

<210> 25 

<211> 819 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (813) 

<223> pCH0M2. MABL2-scFv 

<400> 25 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca ggt 48 
Met Gly Trp Ser Cys lie lie Leu Phe Leu Val Ala Thr Ala Thr Gly 

15 10 15 

gtc gac tec cag gtc cag ctg cag cag tct gga cct gaa ctg gta aag 96 
Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys 

20 25 30 

cct ggg get tea gtg aag atg tec tgc aag get tct gga tac ace ttc 144 
Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

35 40 45 

get aac cat gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt 192 
Ala Asn His Val He His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu 

50 55 60 

gag tgg att gga tat att tat cct tac aat gat ggt act aag tat aat 240 
Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn 
65 70 75 80 

gag aag ttc aag gac aag gee act ctg act tea gac aaa tec tec acc 288 
Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr 
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85 90 95 

aca gcc tac atg gac etc age age ctg gec tct gag gac tct gcg gtc 336 

Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val 

100 105 110 

tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg ggc caa 384 

Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin 

115 120 125 

ggc acc act etc aca gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt 432 

Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly 

130 135 140 

ggt teg ggt ggt ggc gga teg gat gtt gtg atg acc caa agt cca etc 480 

Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin Ser Pro Leu 
145 150 155 160 

tec ctg cct gtc agt ctt gga gat caa gcc tec ate tct tgc aga tea 528 

Ser Leu Pro Val Ser Leu Gly Asp Gin Ala Ser lie Ser Cys Arg Ser 

165 170 175 

agt cag age ctt gtg cac agt aat gga aag acc tat tta cat tgg tac 576 

Ser Gin Ser Leu Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr 

180 185 190 

ctg cag aag cca ggc cag tct cca aaa etc ctg ate tac aaa gtt tec 624 

Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser 

195 200 205 

aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga tea gtg 672 

Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val 

210 215 220 

aca gat ttc aca etc atg ate age aga gtg gag get gag gat ctg gga 720 

Thr Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu Asp Leu Gly 
225 230 235 240 
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gtt tat ttc tgc tct caa 
Val Tyr Phe Cys Ser Gin 
245 

ggg acc aag ctg gaa ata 
Gly Thr Lys Leu Glu He 
260 

tga 



agt aca cat gtt ccg 
Ser Thr His Val Pro 
250 

aaa gac tac aaa gac 
Lys Asp Tyr Lys Asp 
265 



tac acg ttc gga ggg 768 
Tyr Thr Phe Gly Gly 
255 

gat gac gat aaa taa 816 
Asp Asp Asp Lys 
270 

819 



<210> 26 

<211> 456 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (450) 

<223> pCHO-shlAP. Soluble human 

<400> 26 

atg tgg ccc ctg gta gcg gcg ctg 
Met Trp Pro Leu Val Ala Ala Leu 

1 5 
tea get cag eta eta ttt aat aaa 
Ser Ala Gin Leu Leu Phe Asn Lys 
20 

tgt aat gac act gtc gtc att cca 
Cys Asn Asp Thr Val Val lie Pro 
35 40 
caa aac act act gaa gta tac gta 
Gin Asn Thr Thr Glu Val Tyr Val 



IAP 

ttg ctg ggc teg gcg tgc tgc gga 48 
Leu Leu Gly Ser Ala Cys Cys Gly 

10 15 
aca aaa tct gta gaa ttc acg ttt 96 
Thr Lys Ser Val Glu Phe Thr Phe 

25 30 
tgc ttt gtt act aat atg gag gca 144 
Cys Phe Val Thr Asn Met Glu Ala 
45 

aag tgg aaa ttt aaa gga aga gat 192 
Lys Trp Lys Phe Lys Gly Arg Asp 
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50 

att tac acc ttt gat 
lie Tyr Thr Phe Asp 
65 

ttt agt agt gca aaa 
Phe Ser Ser Ala Lys 
85 

tot ttg aag atg gat 
Ser Leu Lys Met Asp 
100 

act tgt gaa gta aca 
Thr Cys Glu Val Thr 
115 

eta aaa tat cgt gtt 
Leu Lys Tyr Arg Val 
130 

aag gac gac gat gac 
Lys Asp Asp Asp Asp 
145 



55 

gga get eta aac aag tee 
Gly Ala Leu Asn Lys Ser 
70 75 
att gaa gtc tea caa tta 
He Glu Val Ser Gin Leu 
90 

aag agt gat get gtc tea 
Lys Ser Asp Ala Val Ser 
105 

gaa tta acc aga gaa ggt 
Glu Leu Thr Arg Glu Gly 
120 

gtt tea tgg ttt tct cca 
Val Ser Trp Phe Ser Pro 

135 
aag tgatag 
Lys 
150 



60 

act gtc ccc act gac 240 
Thr Val Pro Thr Asp 
80 

eta aaa gga gat gec 288 
Leu Lys Gly Asp Ala 
95 

cac aca gga aac tac 336 
His Thr Gly Asn Tyr 
110 

gaa acg ate ate gag 384 
Glu Thr He He Glu 
125 

aat gaa aat gac tac 432 
Asn Glu Asn Asp Tyr 
140 

456 



<210> 27 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 27 

ggaattccat atgcaagtgc aacttcaaca gtctggacct gaactg 46 
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<210> 28 
<2U> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 28 

ggaattctca ttattttatt tccagcttgg t 31 

<210> 29 

<2U> 741 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (735) 

<223> pscM2DEm02. MABL2-scFv 

<400> 29 

atg caa gtg caa ctt caa cag tct gga cct gaa ctg gta aag cct ggg 48 
Met Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys Pro Gly 

15 10 15 

get tea gtg aag atg tec tgc aag get tct gga tac acc ttc get aac 96 
Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe Ala Asn 

20 25 30 

cat gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt gag tgg 144 
His Val He His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu Glu Trp 
35 40 45 
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att gga tat att tat cct tac aat gat ggt act aag tat aat gag aag 192 
lie Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys 

50 55 60 

ttc aag gac aag gcc act ctg act tea gac aaa tec tec acc aca gee 240 
Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr Thr Ala 
65 70 75 80 

tac atg gac etc age age ctg gcc tct gag gac tct gcg gtc tat tac 288 
Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr Tyr 

85 90 95 

tgt gca aga ggg ggt tac tat act tac gac gac tgg ggc caa ggc acc 336 
Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr 

100 105 110 

act etc aca gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg 384 
Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser 

115 120 125 

ggt ggt ggc gga teg gat gtt gtg atg acc caa agt cca etc tec ctg 432 
Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu 

130 135 140 

cct gtc agt ctt gga gat caa gcc tec ate tct tgc aga tea agt cag 480 
Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser Gin 
145 150 155 160 

age ctt gtg cac agt aat gga aag acc tat tta cat tgg tac ctg cag 528 
Ser Leu Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin 

165 170 175 

aag cca ggc cag tct Gca aaa etc ctg ate tac aaa gtt tec aac cga 576 
Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser Asn Arg 

180 185 190 

ttt tct ggg gtc cca gac agg ttc agt ggc agt gga tea gtg aca gat 624 
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Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val Thr Asp 

195 200 205 

ttc aca etc atg ate age aga gtg gag get gag gat ctg gga gtt tat 672 
Phe Thr Leu Met lie Ser Arg Val Glu Ala Glu Asp Leu Gly Val Tyr 

210 215 220 

ttc tgc tct caa agt aca cat gtt ccg tac acg ttc gga ggg ggg ace 720 
Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly Gly Gly Thr 
225 230 235 240 

aag ctg gaa ata aaa taatga 741 
Lys Leu Glu lie Lys 
245 

<210> 30 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 30 

cagacagtgg ttcaaagt 18 

<210> 31 
<211> 72 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 31 
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26/74 

cgcgtcgacc gatccgccac cacccgaacc accaccaccc gaaccaccac caccttttat 60 
ttccagcttg gt 72 



<210> 32 
<211> 1605 
<212> DNA 
<213> Mus 
<220> 
<221> CDS 

<222> (1). . . (1599) 

<223> pCH0M2(Fv)2. MABL2-sc (Fv) 2 

<400> 32 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca ggt 48 
Met Gly Trp Ser Cys He He Leu Phe Leu Val Ala Thr Ala Thr Gly 

15 10 15 

gtc gac tec cag gtc cag ctg cag cag tct gga cct gaa ctg gta aag 96 
Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys 

20 25 30 

cct ggg got tea gtg aag atg tec tgc aag get tct gga tac acc ttc 144 
Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

35 40 45 

get aac cat gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt 192 
Ala Asn His Val He His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu 

50 55 60 

gag tgg att gga tat att tat cct tac aat gat ggt act aag tat aat 240 
Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn 
65 70 75 80 

gag aag ttc aag gac aag gec act ctg act tea gac aaa tec tec acc 288 
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Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr 

85 90 95 

aca gcc tac atg gac etc age age ctg gee tct gag gac tct gcg gtc 336 
Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val 

100 105 110 

tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg ggc caa 384 
Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin 

115 120 125 

ggc acc act etc aca gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt 432 
Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly 

130 135 140 

ggt teg ggt ggt ggc gga teg gat gtt gtg atg acc caa agt cca etc 480 
Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin Ser Pro Leu 
145 150 155 160 

tec ctg cct gtc agt ctt gga gat caa gcc tec ate tct tgc aga tea 528 
Ser Leu Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser 

165 170 175 

agt cag age ctt gtg cac agt aat gga aag acc tat tta cat tgg tac 576 
Ser Gin Ser Leu Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr 

180 185 190 

ctg cag aag cca gge cag tct cca aaa etc ctg ate tac aaa gtt tec 624 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser 

195 200 205 

aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga tea gtg 672 
Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val 

210 215 220 

aca gat ttc aca etc atg ate age aga gtg gag get gag gat ctg gga 720 
Thr Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu Asp Leu Gly 
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225 230 235 240 

gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg ttc gga ggg 768 

Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly Gly 

245 250 255 

ggg acc aag ctg gaa ata aaa ggt ggt ggt ggt teg ggt ggt ggt ggt 816 

Gly Thr Lys Leu Glu He Lys Gly Gly Gly Gly Ser Gly Gly Gly Gly 

260 265 270 

teg ggt ggt ggc gga teg gtc gac tec cag gtc cag ctg cag cag tct 864 

Ser Gly Gly Gly Gly Ser Val Asp Ser Gin Val Gin Leu Gin Gin Ser 

275 280 285 

gga cct gaa ctg gta aag cct ggg get tea gtg aag atg tec tgc aag 912 

Gly Pro Glu Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys 

290 295 300 

get tct gga tac acc ttc get aac cat gtt att cac tgg gtg aag cag 960 

Ala Ser Gly Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin 

305 310 315 320 

aag cca ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat 1008 

Lys Pro Gly Gin Gly Leu Glu Trp He Gly Tyr lie Tyr Pro Tyr Asn 

325 330 335 

gat ggt act aag tat aat gag aag ttc aag gac aag gee act ctg act 1056 

Asp Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr 

340 345 350 

tea gac aaa tec tec acc aca gec tac atg gac etc age age ctg gee 1104 

Ser Asp Lys Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala 

355 360 365 

tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt tac tat act 1152 

Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr 

370 375 380 
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tac gac gac tgg 
Tyr Asp Asp Trp 
385 

ggt ggt teg ggt 
Gly Gly Ser Gly 

atg acc caa agt 
Met Thr Gin Ser 
420 

tec ate tct tgc 
Ser lie Ser Cys 
435 

acc tat tta cat 
Thr Tyr Leu His 
450 

ctg ate tac aaa 
Leu lie Tyr Lys 
465 

agt ggc agt gga 
Ser Gly Ser Gly 

gag get gag gat 
Glu Ala Glu Asp 
500 

ccg tac acg ttc 
Pro Tyr Thr Phe 

515 520 
gac gat gac gat aaa taatga 



ggt ggt 1200 
Gly Gly 
400 

gtt gtg 1248 
Val Val 
415 

caa gee 1296 
Gin Ala 

gga aag 1344 
Gly Lys 

aaa etc 1392 
Lys Leu 

agg ttc 1440 
Arg Phe 
480 

aga gtg 1488 
Arg Val 
495 

cat gtt 1536 
His Val 

tac aaa 1584 
Tyr Lys 
525 

1605 



ggc caa ggc acc act etc aca gtc tec tea 
Gly Gin Gly Thr Thr Leu Thr Val Ser Ser 

390 395 
ggt ggt ggt teg ggt ggt ggc gga teg gat 
Gly Gly Gly Ser Gly Gly Gly Gly Ser Asp 
405 410 
cca etc tec ctg cct gtc agt ctt gga gat 
Pro Leu Ser Leu Pro Val Ser Leu Gly Asp 
425 430 
aga tea agt cag age ctt gtg cac agt aat 
Arg Ser Ser Gin Ser Leu Val His Ser Asn 

440 445 
tgg tac ctg cag aag cca ggc cag tct cca 
Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro 

455 460 
gtt tec aac cga ttt tct ggg gtc cca gac 
Val Ser Asn Arg Phe Ser Gly Val Pro Asp 

470 475 
tea gtg aca gat ttc aca etc atg ate age 
Ser Val Thr Asp Phe Thr Leu Met lie Ser 
485 490 
ctg gga gtt tat ttc tgc tct caa agt aca 
Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr 
505 510 
gga ggg ggg acc aag ctg gaa ata aaa gac 
Gly Gly Gly Thr Lys Leu Glu He Lys Asp 
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Asp Asp Asp Asp Lys 
530 

<210> 33 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 33 

tgaggaattc ccaccatggg atg 33 

<210> 34 
<2U> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 34 

cacgacgtca ctcgagactg tgagagtggt gccttggccc 40 

<210> 35 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 35 
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agtctcgagt gacgtcgtga tgacccaaag tccactctcc 40 

<210> 36 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 36 

gactggatcc tcattattta tcgtcatcgt c 31 

<210> 37 

<211> 22 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 

<400> 37 

cgcgtaatac gactcactat ag 22 

<210> 38 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 38 

gcaattggac ctgttttatc tcgagcttgg tcccccctcc gaacgt 46 
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<210> 39 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 39 

gctcgagata aaacaggtcc aattgcagca gtctggacct gaact 45 

<210> 40 
<211> 60 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 40 

gactggatcc tcattattta tcgtcatcgt ctttgtagtc tgaggagact gtgagagtgg 60 

<210> 41 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 41 

gactgaattc ccaccatgaa gttgcctgtt ag 32 
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<210> 42 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 42 

cagtctcgag tggtggttcc gacgtcgtga tgacccaaag 40 

<210> 43 
<211> 43 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 43 

cagtctcgag tggtggtggt tccgacgtcg tgatgaccca aag 43 

<210> 44 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 44 

cagtctcgag tggtggtggt ggttccgacg tcgtgatgac ccaaag 46 



<210> 45 



WO 02/33072 



34/74 



PCT/JP01/09259 



<211> 49 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 

<400> 45 

cagtctcgag tggtggtggt ggtggttccg acgtcgtgat gacccaaag 49 

<210> 46 
<211> 52 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 46 

cagtctcgag tggtggtggt ggtggtggtt ccgacgtcgt gatgacccaa ag 52 

<210> 47 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 47 

ggccgcatgt tgtcacgaat 20 



<210> 48 
<211> 780 
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<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (768) 

<223> CF2HL-0/pC0Sl. MABL2-scFv<HL-0> 
<400> 48 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca ggt gtc 51 
MET Gly Trp Ser Cys lie He Leu Phe Leu Val Ala Thr Ala Thr Gly Val 

5 10 15 

gac tec cag gtc cag ctg cag cag tct gga cct gaa ctg gta aag cct ggg 102 
Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys Pro Gly 

20 25 30 

get tea gtg aag atg tec tgc aag get tct gga tac ace ttc get aac cat 153 
Ala Ser Val Lys MET Ser Cys Lys Ala Ser Gly Tyr Thr Phe Ala Asn His 

35 40 45 50 

gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt gag tgg att gga 204 
Val He His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu Glu Trp lie Gly 

55 60 65 

tat att tat cct tac aat gat ggt act aag tat aat gag aag ttc aag gac 255 
Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp 
70 75 80 85 

aag gec act ctg act tea gac aaa tec tec acc aca gee tac atg gac etc 306 
Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr Thr Ala Tyr MET Asp Leu 

90 95 100 

age age ctg gee tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt 357 
Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly 
105 110 115 
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tac tat act tac gac gac 
Tyr Tyr Thr Tyr Asp Asp 
120 125 
gac gtc gtg atg acc caa 
Asp Val Val MET Thr Gin 
140 

caa gcc tec ate tct tgc 
Gin Ala Ser He Ser Cys 
155 

aag acc tat tta cat tgg 
Lys Thr Tyr Leu His Trp 
175 

ctg ate tac aaa gtt tec 
Leu He Tyr Lys Val Ser 
190 

ggc agt gga tea gtg aca 
Gly Ser Gly Ser Val Thr 
205 210 
gag gat ctg gga gtt tat 
Glu Asp Leu Gly Val Tyr 
225 

ttc gga ggg ggg acc aag 
Phe Gly Gly Gly Thr Lys 
240 

aaa taa tga gga tec 780 
Lys 



"fcgg ggc caa ggc acc act 
Trp Gly Gin Gly Thr Thr 
130 

agt cca etc tec ctg cct 
Ser Pro Leu Ser Leu Pro 
145 

aga tea agt cag age ctt 
Arg Ser Ser Gin Ser Leu 
160 165 
tac ctg cag aag cca ggc 
Tyr Leu Gin Lys Pro Gly 
180 

aac cga ttt tct ggg gtc 
Asn Arg Phe Ser Gly Val 
195 

gat ttc aca etc atg ate 
Asp Phe Thr Leu MET He 
215 

ttc tgc tct caa agt aca 
Phe Cys Ser Gin Ser Thr 
230 

ctg gaa ata aaa gac tac 
Leu Glu He Lys Asp Tyr 
245 250 



etc aca gtc teg agt 408 
Leu Thr Val Ser Ser 
135 

gtc agt ctt gga gat 459 
Val Ser Leu Gly Asp 
150 

gtg cac agt aat gga 510 
Val His Ser Asn Gly 
170 

cag tct cca aaa etc 561 
Gin Ser Pro Lys Leu 
185 

cca gac agg ttc agt 612 
Pro Asp Arg Phe Ser 
200 

age aga gtg gag get 663 
Ser Arg Val Glu Ala 
220 

cat gtt ecg tac acg 714 
His Val Pro Tyr Thr 
235 

aaa gac gat gac gat 765 
Lys Asp Asp Asp Asp 
255 



<210> 49 
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<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 49 

caagctcgag ataaaatccg gaggccaggt ccaattgcag cagtc 45 

<210> 50 
<211> 48 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 50 

caagctcgag ataaaatccg gaggtggcca ggtccaattg cagcagtc 48 

<210> 51 
<211> 51 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 51 

caagctcgag ataaaatccg gaggtggtgg ccaggtccaa ttgcagcagt c 51 



<210> 52 
<211> 54 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 52 

caagctcgag ataaaatccg gaggtggtgg tggccaggtc caattgcagc agtc 54 

<210> 53 
<211> 57 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 53 

caagctcgag ataaaatccg gaggtggtgg tggtggccag gtccaattgc agcagtc 57 

<210> 54 

<211> 780 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (768) 

<223> CF2LH-0/pC0Sl. MABL2-scFv<LH-0> 
<400> 54 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct ggt tec 51 
MET Lys Leu Pro Val Arg Leu Leu Val Leu MET Phe Trp lie Pro Gly Ser 

5 10 15 
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age agt gat gtt gtg atg acc caa agt cca etc tec ctg cct gtc agt ctt 102 
Ser Ser Asp Val Val MET Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu 

20 25 30 

gga gat caa gec tec ate tct tgc aga tea agt cag age ctt gtg cac agt 153 
Gly Asp Gin Ala Ser lie Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser 

35 40 45 50 

aat gga aag acc tat tta cat tgg tac ctg cag aag cca ggc cag tct cca 204 
Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro 

55 60 65 

aaa etc ctg ate tac aaa gtt tec aac cga ttt tct ggg gtc cca gac agg 255 
Lys Leu Leu He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg 
70 75 80 85 

ttc agt ggc agt gga tea gtg aca gat ttc aca etc atg ate age aga gtg 306 
Phe Ser Gly Ser Gly Ser Val Thr Asp Phe Thr Leu MET He Ser Arg Val 

90 95 100 

gag get gag gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt cog 357 
Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro 

105 110 115 

tac acg ttc gga ggg ggg acc aag etc gag ata aaa cag gtc caa ttg cag 408 
Tyr Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys Gin Val Gin Leu Gin 
120 125 130 135 

cag tct gga cct gaa ctg gta aag cct ggg get tea gtg aag atg tec tgc 459 
Gin Ser Gly Pro Glu Leu Val Lys Pro Gly Ala Ser Val Lys MET Ser Cys 

140 145 150 

aag get tct gga tac acc ttc get aac cat gtt att cac tgg gtg aag cag 510 
Lys Ala Ser Gly Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin 
155 160 165 170 

aag cca ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 561 
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Lys Pro Gly Gin Gly Leu Glu Trp lie Gly Tyr lie Tyr Pro Tyr Asn Asp 

175 180 185 

ggt act aag tat aat gag aag ttc aag gac aag gcc act ctg act tea gac 612 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp 

190 195 200 

aaa tec tec ace aca gcc tac atg gac etc age age ctg gcc tct gag gac 663 
Lys Ser Ser Thr Thr Ala Tyr MET Asp Leu Ser Ser Leu Ala Ser Glu Asp 
205 210 215 220 

tct gcg gtc tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg 714 
Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp 

225 230 235 

ggc caa ggc acc act etc aca gtc tec tea gac tac aaa gac gat gac gat 765 
Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Asp Tyr Lys Asp Asp Asp Asp 
240 245 250 255 

aaa taa tga gga tec 780 
Lys 

<210> 55 
<211> 351 
<212> DNA 
<213> Human 
<220> 
<221> CDS 
<222> (1). . . (351) 
<223> 12B5HV. 1-351 peptide 
<400> 55 

cag gtg cag ctg gtg cag tct ggg gga ggc ttg gtc egg ccc 
Gin Val Gin Leu Val Gin Ser Gly Gly Gly Leu Val Arg Pro 



ggg ggg 48 
Gly Gly 
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15 10 15 

tec ctg agt etc tec tgt gca gtc tct gga ate acc etc agg ace tac 96 
Ser Leu Ser Leu Ser Cys Ala Val Ser Gly lie Thr Leu Arg Thr Tyr 

20 25 30 

ggc atg cac tgg gtc cgc cag get cca ggc aag ggg ctg gag tgg gtg 144 
Gly Met His Trp Val Arg Gin Ala Pro Gly Lys Gly Leu Glu Trp Val 

35 40 45 

gca ggt ata tec ttt gac gga aga agt gaa tac tat gca gac tec gtg 192 
Ala Gly lie Ser Phe Asp Gly Arg Ser Glu Tyr Tyr Ala Asp Ser Val 

50 55 60 

cag ggc cga ttc acc ate tec aga gac agt tec aag aac acc ctg tat 240 
Gin Gly Arg Phe Thr lie Ser Arg Asp Ser Ser Lys Asn Thr Leu Tyr 
65 70 75 80 

ctg caa atg aac age ctg aga gec gag gac acg get gtg tat tac tgt 288 
Leu Gin Met Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys 

85 90 95 

gcg aga gga gca cat tat ggt ttc gat ate tgg ggc caa ggg aca atg 336 
Ala Arg Gly Ala His Tyr Gly Phe Asp He Trp Gly Gin Gly Thr Met 

100 105 110 

gtc acc gtc teg agt 351 
Val Thr Val Ser Ser 
115 



<210> 56 
<211> 57 
<212> DNA 
<213> Human 
<220> 
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<221> CDS 
<222> (1). . . (57) 
<223> reader sequence 
<400> 56 

atg gag ttt ggg ctg age tgg gtt ttc etc gtt get ctt tta aga ggt 48 
Met Glu Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu Leu Arg Gly 

5 10 15 

gtc cag tgt 57 
Val Gin Cys 



<210> 57 
<211> 115 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-1 
<400> 57 

atggagtttg ggctgagctg ggttttcctc gttgctcttt taagaggtgt ccagtgtcag 60 
gtgcagctgg tgcagtctgg gggaggcttg gtceggeccg gggggtccct gagtc 115 

<210> 58 

<211> 115 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-2 

<400> 58 
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aaggatatac ctgccaccca ctccagcccc ttgcctggag cctggcggac ccagtgcatg 60 
ccgtaggtcc tgagggtgat tccagagact gcacaggaga gactcaggga ccccc 115 

<210> 59 
<211> 115 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-3 
<400> 59 

ggcaggtata tcctttgacg gaagaagtga atactatgca gactccgtgc agggccgatt 60 
caccatctcc agagacagtt ccaagaacac cctgtatctg caaatgaaca gcctg 115 

<210> 60 
<211> 108 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-4 
<400> 60 

actcgagacg gtgaccattg tcccttggcc ccagatatcg aaaccataat gtgctcctct 60 
cgcacagtaa tacacagccg tgtcctcggc tctcaggctg ttcatttg 108 

<210> 61 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 



WO 02/33072 



44/74 



PCT/JP01/09259 



<223> 12B5VH-S, PCR primer 
<400> 61 

ttcaagctto caccatggag tttgggctga gc 32 

<210> 62 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-A, PCR primer 
<400> 62 

ttgggatcca ctcaccactc gagacggtga ccat 34 

<210> 63 
<211> 588 
<212> DNA 
<213> Human 
<220> 
<221> CDS 

<222> (236). . . (558) 

<223> 1-235 ;intron, 236-558 ; Human IgG constant region (partial) 
<400> 63 

gaattcgtga gtggatccca agctagcttt ctggggcagg ccaggcctga ccttggcttt 60 
ggggcaggga gggggctaag gtgaggcagg tggcgccagc caggtgcaca cccaatgccc 120 
atgagcccag acactggacg ctgaacctcg cggacagtta agaacccagg ggcctctgcg 180 
ccctgggccc agctctgtcc cacaccgcgg tcacatggca caacctctct tgca gcc 237 

Ala 
1 
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tec acc aag ggc cca teg gtc ttc ccc ctg gca ccc tec tec aag age 285 
Ser Thr Lys Gly Pro Ser Val Phe Pro Leu Ala Pro Ser Ser Lys Ser 

5 10 15 

acc tct ggg ggc aca gcg gec ctg ggc tgc ctg gtc aag gac tac ttc 333 
Thr Ser Gly Gly Thr Ala Ala Leu Gly Cys Leu Val Lys Asp Tyr Phe 

20 25 30 

ccc gaa ccg gtg acg gtg teg tgg aac tea ggc gec ctg acc age ggc 381 
Pro Glu Pro Val Thr Val Ser Trp Asn Ser Gly Ala Leu Thr Ser Gly 

35 40 45 

gtg cac acc ttc ccg get gtc eta cag tec tea gga etc tac tec etc 429 
Val His Thr Phe Pro Ala Val Leu Gin Ser Ser Gly Leu Tyr Ser Leu 
50 55 60 65 

age age gtg gtg acc gtg ccc tec age age ttg ggc acc cag acc tac 477 
Ser Ser Val Val Thr Val Pro Ser Ser Ser Leu Gly Thr Gin Thr Tyr 

70 75 80 

ate tgc aac gtg aat cac aag ccc age aac acc aag gtg gac aag aaa 525 
He Cys Asn Val Asn His Lys Pro Ser Asn Thr Lys Val Asp Lys Lys 

85 90 95 

gtt gag ccc aaa tct tgt gac aaa act cac aca 558 
Val Glu Pro Lys Ser Cys Asp Lys Thr His Thr 
100 105 

<210> 64 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> G1CH1-S, PGR primer 
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<400> 64 

tgagaattcg tgagtggatc ccaagct 27 

<210> 65 
<211> 60 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> G1CH1-A, PGR primer 
<400> 65 

aaaagatctt tatcatgtgt gagttttgtc acaagatttg ggctcaactt tcttgtccac 60 

<210> 66 
<211> 432 
<212> DNA 
<213> Human 
<220> 
<221> CDS 

<222> (12). . . (419) 

<223> HEF-12B5H-g gamma. 12-419 peptide 
<400> 66 

aagcttccac c atg gag ttt ggg ctg age tgg gtt ttc etc gtt get ctt 50 
Met Glu Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu 
1 5 10 

tta aga ggt gtc cag tgt cag gtg cag ctg gtg cag tct ggg gga gge 98 
Leu Arg Gly Val Gin Cys Gin Val Gin Leu Val Gin Ser Gly Gly Gly 

15 20 25 

ttg gte egg ccc ggg ggg tec ctg agt etc tec tgt gca gtc tct gga 146 
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Leu Val Arg Pro Gly Gly Ser Leu Ser Leu Ser Cys Ala Val Ser Gly 
30 35 40 45 

ate acc etc agg ace tac ggc atg cac tgg gtc cgc cag get cca gge 194 
He Thr Leu Arg Thr Tyr Gly Met His Trp Val Arg Gin Ala Pro Gly 

50 55 60 

aag ggg ctg gag tgg gtg gca ggt ata tec ttt gac gga aga agt gaa 242 
Lys Gly Leu Glu Trp Val Ala Gly He Ser Phe Asp Gly Arg Ser Glu 

65 70 75 

tac tat gca gac tec gtg cag ggc cga ttc acc ate tec aga gac agt 290 
Tyr Tyr Ala Asp Ser Val Gin Gly Arg Phe Thr He Ser Arg Asp Ser 

80 85 90 

tec aag aac acc ctg tat ctg caa atg aac age ctg aga gec gag gac 338 
Ser Lys Asn Thr Leu Tyr Leu Gin Met Asn Ser Leu Arg Ala Glu Asp 

95 100 105 

acg get gtg tat tac tgt gcg aga gga gca cat tat ggt ttc gat ate 386 
Thr Ala Val Tyr Tyr Cys Ala Arg Gly Ala His Tyr Gly Phe Asp lie 
110 115 120 125 

tgg ggc caa ggg aca atg gtc acc gtc teg agt ggtgagtgga tec 432 
Trp Gly Gin Gly Thr Met Val Thr Val Ser Ser 
130 135 

<210> 67 

<211> 321 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1). . . (321) 
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<223> 12B5LV. 1-321 peptide 
<400> 67 

gac ate cag atg acc cag tct cct tec acc ctg tct gca tot att gga 48 
Asp He Gin Met Thr Gin Ser Pro Ser Thr Leu Ser Ala Ser lie Gly 

15 10 15 

gae aga gtc acc ate acc tgc egg gec age gag ggt att tat cac tgg 96 
Asp Arg Val Thr He Thr Cys Arg Ala Ser Glu Gly He Tyr His Trp 

20 25 30 

ttg gec tgg tat cag cag aag cca ggg aaa gee cct aaa etc ctg ate 144 
Leu Ala Trp Tyr Gin Gin Lys Pro Gly Lys Ala Pro Lys Leu Leu He 

35 40 45 

tat aag gec tct agt tta gee agt ggg gec cca tea agg ttc age ggc 192 
Tyr Lys Ala Ser Ser Leu Ala Ser Gly Ala Pro Ser Arg Phe Ser Gly 

50 55 60 

agt gga tct ggg aca gat ttc act etc acc ate age age ctg cag cct 240 
Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr He Ser Ser Leu Gin Pro 
65 70 75 80 

gat gat ttt gca act tat tac tgc caa caa tat agt aat tat ccg etc 288 
Asp Asp Phe Ala Thr Tyr Tyr Cys Gin Gin Tyr Ser Asn Tyr Pro Leu 

85 90 95 

act ttc ggc gga ggg acc aag ctg gag ate aaa 321 
Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys 
100 105 

<210> 68 
<211> 66 
<212> DMA 
<213> Human 
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<220> 

<221> CDS 

<222> (1). . . (66) 

<223> reader sequence 

<400> 68 

atg gac atg agg gtc ccc get cag etc ctg ggg etc ctg ctg etc tgg 48 
MET Asp MET Arg Val Pro Ala Gin Leu Leu Gly Leu Leu Leu Leu Trp 

5 10 15 

etc cca ggt gee aaa tgt 66 
Leu Pro Gly Ala Lys Cys 
20 

<210> 69 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-1 
<400> 69 

atggacatga gggtecccgc tcagctcctg gggctcctgc tgctctggct cccaggtgcc 60 
aaatgtgaca tccagatgac ccagtctcct tccaccctgt ctgeatctat 110 

<210> 70 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-2 
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<400> 70 

ggagtttagg ggctttccct ggcttctgct gataccaggc caaccagtga taaataccct 60 
cgctggcccg gcaggtgatg gtgactctgt ctccaataga tgcagacagg 110 

<210> 71 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-3 
<400> 71 

aagcccctaa actcctgatc tataaggcct ctagtttagc cagtggggcc ccatcaaggt 60 
tcagcggcag tggatctggg acagatttca ctctcaccat cagcagcctg 110 

<210> 72 
<211> 103 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-4 
<400> 72 

tttgatctcc agcttggtcc ctccgccgaa agtgagcgga taattactat attgttggca 60 
gtaataagtt gcaaaatcat caggctgcag gctgctgatg gtg 103 

<210> 73 

<211> 32 

<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> 12B5VL-S, PCR primer 
<400> 73 

ttcaagcttc caccatggac atgagggtcc cc 32 

<210> 74 
<2U> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-A, PCR primer 
<400> 74 

tctaggatcc actcacgttt gatctccagc ttggt 35 

<210> 75 

<211> 415 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (12). . . (398) 

<223> HEF-12B5H-g kappa. 12-398 peptide 
<400> 75 

aagcttccac c atg gac atg agg gtc ccc get cag etc ctg ggg etc ctg 50 
Met Asp Met Arg Val Pro Ala Gin Leu Leu Gly Leu Leu 
15 10 
ctg etc tgg etc cca ggt gec aaa tgt gac ate cag atg acc cag tct 98 
Leu Leu Trp Leu Pro Gly Ala Lys Cys Asp lie Gin Met Thr Gin Ser 
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15 20 25 

cct tec acc ctg tct gca tct att gga gac aga gtc acc ate acc tgc 146 
Pro Ser Thr Leu Ser Ala Ser lie Gly Asp Arg Val Thr He Thr Cys 

30 35 40 45 

egg gec age gag ggt att tat cac tgg ttg gec tgg tat cag cag aag 194 

Arg Ala Ser Glu Gly lie Tyr His Trp Leu Ala Trp Tyr Gin Gin Lys 

50 55 60 

cca ggg aaa gee cct aaa etc ctg ate tat aag gec tct agt tta gec 242 

Pro Gly Lys Ala Pro Lys Leu Leu He Tyr Lys Ala Ser Ser Leu Ala 

65 70 75 

agt ggg gec cca tea agg ttc age ggc agt gga tct ggg aca gat ttc 290 

Ser Gly Ala Pro Ser Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe 

80 85 90 

act etc acc ate age age ctg cag cct gat gat ttt gca act tat tac 338 

Thr Leu Thr He Ser Ser Leu Gin Pro Asp Asp Phe Ala Thr Tyr Tyr 

95 100 105 

tgc caa caa tat agt aat tat cog etc act ttc ggc gga ggg acc aag 386 

Cys Gin Gin Tyr Ser Asn Tyr Pro Leu Thr Phe Gly Gly Gly Thr Lys 

HO 115 120 125 

ctg gag ate aaa cgtgagtgga tcctaga 415 
Leu Glu He Lys 

<210> 76 
<2U> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> FLAG tag sequence 
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<400> 76 

gac tac aag gat gaG gac gat aag 24 
Asp Tyr Lys Asp Asp Asp Asp Lys 

5 

<210> 77 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5-S, PCR primer 
<400> 77 

atagaattcc accatggagt ttgggctgag c 31 

<210> 78 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> HuVHJ3, PCR primer 
<400> 78 

tgaagagacg gtgaccattg tccc 24 

<210> 79 
<211> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> RhuJH3, PCR primer 
<400> 79 

ggacaatggt caccgtctct tcaggtgg 28 

<210> 80 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> RhuVKl, PCR primer 
<400> 80 

ggagactggg tcatctggat gtccgatccg cc 32 

<210> 81 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> HuVKl. 2, PCR primer 
<400> 81 

gacatccaga tgacccagtc tec 23 

<210> 82 
<211> 59 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5F-A, PCR primer 
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<400> 82 

attgcggccg cttatcactt atcgtcgtca tccttgtagt ctttgatctc cagcttggt 59 

<210> 83 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Linker amino acid sequence and nucleotide sequence 
<400> 83 

ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga teg 45 
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser 

5 10 15 

<210> 84 

<211> 823 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (12). . . (809) 

<223> scl2B5, Single chain Fv 

<400> 84 

aagcttccac c atg gag ttt ggg ctg age tgg gtt ttc etc gtt get ctt 50 
Met Glu Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu 
1 5 10 

tta aga ggt gtc cag tgt cag gtg cag ctg gtg cag tct ggg gga ggc 98 
Leu Arg Gly Val Gin Cys Gin Val Gin Leu Val Gin Ser Gly Gly Gly 
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15 20 25 

ttg gtc egg ccc ggg ggg tec ctg agt etc tec tgt gca gtc tct gga 146 

Leu Val Arg Pro Gly Gly Ser Leu Ser Leu Ser Cys Ala Val Ser Gly 

30 35 40 45 

ate ace etc agg ace tac ggc atg cac tgg gtc cgc cag get cca ggc 194 

He Thr Leu Arg Thr Tyr Gly Met His Trp Val Arg Gin Ala Pro Gly 

50 55 60 

aag ggg ctg gag tgg gtg gca ggt ata tec ttt gac gga aga agt gaa 242 

Lys Gly Leu Glu Trp Val Ala Gly He Ser Phe Asp Gly Arg Ser Glu 

65 70 75 

tac tat gca gac tec gtg cag ggc cga ttc acc ate tec aga gac agt 290 

Tyr Tyr Ala Asp Ser Val Gin Gly Arg Phe Thr He Ser Arg Asp Ser 

80 85 90 

tec aag aac acc ctg tat ctg caa atg aac age ctg aga gee gag gac 338 

Ser Lys Asn Thr Leu Tyr Leu Gin Met Asn Ser Leu Arg Ala Glu Asp 

95 100 105 

acg get gtg tat tac tgt gcg aga gga gca cat tat ggt ttc gat ate 386 

Thr Ala Val Tyr Tyr Cys Ala Arg Gly Ala His Tyr Gly Phe Asp He 

110 115 120 125 

tgg ggc caa ggg aca atg gtc acc gtc teg agt ggt ggt ggt ggt teg 434 

Trp Gly Gin Gly Thr Met Val Thr Val Ser Ser Gly Gly Gly Gly Ser 

130 135 140 

ggt ggt ggt ggt teg ggt ggt ggc gga teg gac ate cag atg acc cag 482 

Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Asp He Gin Met Thr Gin 

145 150 155 

tct cct tec acc ctg tct gca tct att gga gac aga gtc acc ate acc 530 

Ser Pro Ser Thr Leu Ser Ala Ser He Gly Asp Arg Val Thr He Thr 

160 165 170 
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tgc egg gec age gag 
Cys Arg Ala Ser Glu 
175 

aag cca ggg aaa gec 
Lys Pro Gly Lys Ala 
190 

gec agt ggg gec cca 
Ala Ser Gly Ala Pro 
210 

ttc act etc acc ate 
Phe Thr Leu Thr He 
225 

TAC TGC CAA CAA TAT 
Tyr Cys Gin Gin Tyr 
240 

aag ctg gag ate aaa 
Lys Leu Glu He Lys 
255 

cgc 



ggt att tat cac tgg ttg 
Gly He Tyr His Trp Leu 
180 

cct aaa etc ctg ate tat 
Pro Lys Leu Leu He Tyr 
195 200 
tea agg ttc age ggc agt 
Ser Arg Phe Ser Gly Ser 
215 

age age ctg cag cct gat 
Ser Ser Leu Gin Pro Asp 
230 

AGT AAT TAT CCG CTC ACT 
Ser Asn Tyr Pro Leu Thr 
245 

gac tac aag gat gac gac 
Asp Tyr Lys Asp Asp Asp 
260 



gec tgg tat cag cag 578 
Ala Trp Tyr Gin Gin 
185 

aag gee tct agt tta 626 
Lys Ala Ser Ser Leu 
205 

gga tct ggg aca gat 674 
Gly Ser Gly Thr Asp 
220 

gat ttt gca act tat 722 
Asp Phe Ala Thr Tyr 
235 

TTC GGC GGA GGG ACC 770 
Phe Gly Gly Gly Thr 
250 

gat aag tgataagegg c 820 

Asp Lys 

265 

823 



<210> 85 

<211> 114 

<212> PRT 

<213> Human 



<400> 85 

Gin Val Gin Leu Gin Gin Ser Gly Pro Gly Leu Val Lys Pro Ser Glu 
15 10 15 
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Thr Leu Ser Leu Thr Cys Thr Val Ser Gly Asp Ser lie 

20 25 
Tyr Trp Ser Trp lie Arg Gin Pro Pro Gly Lys Gly Leu 
35 40 45 

Gly Tyr He Tyr Tyr Ser Gly Ser Thr Asn Tyr Asn Pro 

50 55 60 

Ser Arg Val Thr He Ser Val Asp Thr Ser Lys Ser Gin 

65 70 75 

Lys Leu Ser Ser Val Thr Ala Ala Asp Thr Ala Val Tyr 

85 90 
Arg Gly Arg Tyr Phe Asp Val Trp Gly Arg Gly Thr Met 
100 105 

Ser Ser 

<210> 86 
<211> 342 
<212> DNA 
<213> Human 



<400> 86 



caggtgcagc tgcagcagtc gggcccagga ctggtgaagc 


cttcggagac 


cctgtGGctc 


60 


acctgcactg tctctggtga ctccatcagt agttactact 


ggagctggat 


tcggcagCGC 


120 


ccagggaagg gactggagtg gattgggtat atctattaca 


gtgggagcac 


caactacaac 


180 


ccctccctca agagtcgagt caccatatca gtagacacgt 


ccaagagcca 


gttctccctg 


240 


aagctgagct ctgtgaccgc cgcagacacg gccgtgtatt 


actgtgcgag agggcggtac 


300 


ttcgatgtct ggggccgtgg caccatggtc actgtctcct 


ca 




342 



Ser Ser Tyr 
30 

Glu Trp He 

Ser Leu Lys 

Phe Ser Leu 
80 

Tyr Cys Ala 
95 

Val Thr Val 
110 



<210> 87 
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<211> 57 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1). . . (57) 

<223> reader sequence 

<308> GenBank No. AF062252 

<400> 87 

atg aaa cat ctg tgg ttc ttc ctt etc ctg gtg gca get ccc aga tgg 48 
Met Lys His Leu Trp Phe Phe Leu Leu Leu Val Ala Ala Pro Arg Trp 

15 10 15 

gtc ctg tec 57 
Val Leu Ser 

<210> 88 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VH1 
<400> 88 

atgaaacatc tgtggttctt ccttctcctg gtggcagctc ccagatgggt cctgtcecag 60 
gtgcagctgc ageagteggg cccaggactg gtgaagcett cggagaccct 110 

<210> 89 
<211> 110 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> 12E10VH2 
<400> 89 

acccaatcca ctccagtccc ttccctgggg gctgccgaat ccagctccag tagtaactac 60 
tgatggagtc accagagaca gtgcaggtga gggacagggt ctccgaaggc 110 

<210> 90 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VH3 
<400> 90 

tggagtggat tgggtatatc tattacagtg ggagcaccaa ctacaacccc tccctcaaga 60 
gtcgagtcac catatcagta gacacgtcca agagccagtt ctccctgaag 110 

<210> 91 
<211> 114 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VH4 
<400> 91 

tgaggagaca gtgaccatgg tgccacggcc ccagacatcg aagtaccgcc ctctcgcaca 60 
gtaatacacg gccgtgtctg cggcggtcac agagctcagc ttcagggaga actg 114 



<210> 92 
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<2U> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VHS, PCR primer 
<400> 92 

ttcaagcttc caccatgaaa catctgtggt tc 32 

<210> 93 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VHA, PCR primer 
<400> 93 

ttgggatcca ctcacctgag gagacagtga ccat 34 



<210> 94 
<211> 426 
<212> DNA 
<213> Mus 
<220> 
<221> CDS 

<222> (12). . . (417) 

<223> 12E10H, H chain V region 

<400> 94 

aagcttccac c atg aaa cat ctg tgg ttc ttc ctt etc ctg gtg gca get 50 
Met Lys His Leu Trp Phe Phe Leu Leu Leu Val Ala Ala 
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1 5 10 

ccc aga tgg gtc ctg tec cag gtg cag ctg cag cag teg ggc cca gga 98 
Pro Arg Trp Val Leu Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Gly 

15 20 25 

ctg gtg aag cct tog gag ace ctg tec etc ace tgc act gtc tct ggt 146 
Leu Val Lys Pro Ser Glu Thr Leu Ser Leu Thr Cys Thr Val Ser Gly 
30 35 40 45 

gac tec ate agt agt tac tac tgg age tgg att egg cag ccc cca ggg 194 
Asp Ser He Ser Ser Tyr Tyr Trp Ser Trp He Arg Gin Pro Pro Gly 

50 55 60 

aag gga ctg gag tgg att ggg tat ate tat tac agt ggg age acc aac 242 
Lys Gly Leu Glu Trp He Gly Tyr He Tyr Tyr Ser Gly Ser Thr Asn 

65 70 75 

tac aac ccc tec etc aag agt cga gtc acc ata tea gta gac acg tec 290 
Tyr Asn Pro Ser Leu Lys Ser Arg Val Thr He Ser Val Asp Thr Ser 

80 85 90 

aag age cag ttc tec ctg aag ctg age tct gtg acc gec gca gac acg 338 
Lys Ser Gin Phe Ser Leu Lys Leu Ser Ser Val Thr Ala Ala Asp Thr 

95 100 105 

gec gtg tat tac tgt gcg aga ggg egg tac ttc gat gtc tgg ggc cgt 386 
Ala Val Tyr Tyr Cys Ala Arg Gly Arg Tyr Phe Asp Val Trp Gly Arg 
110 115 120 125 

ggc acc atg gtc act gtc tec tea ggtgagtgga tcccaa 426 
Gly Thr Met Val Thr Val Ser Ser 
130 

<210> 95 
<211> 110 
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<212> PRT 
<213> Mus 

<400> 95 

Ser Tyr Val Leu Thr Gin Pro Pro Ser Val Ser Gly Ser Pro Gly Gin 

15 10 15 

Ser lie Thr He Ser Cys Thr Gly Thr Ser Ser Asp Val Gly Gly Tyr 

20 25 30 

Asn Tyr Val Ser Trp Tyr Gin Gin His Pro Gly Lys Ala Pro Lys Leu 

35 40 45 

Met He Tyr Glu Gly Ser Lys Arg Pro Ser Gly Val Ser Asn Arg Phe 

50 55 60 

Ser Gly Ser Lys Ser Gly Asn Thr Ala Ser Leu Thr He Ser Gly Leu 
65 70 75 80 

Gin Ala Glu Asp Glu Ala Asp Tyr Tyr Cys Ser Ser Tyr Thr Thr Arg 

85 90 95 

Ser Thr Arg Val Phe Gly Gly Gly Thr Lys Leu Thr Val Leu 
100 105 110 

<210> 96 
<211> 330 
<212> DNA 
<213> Mus 

<400> 96 

tcctatgtgc tgactcagcc accctcggtg tcagggtctc ctggacagte gatcaccatc 60 

tcctgcactg gaaccagcag tgacgttggt ggttataact atgtctcctg gtaccaacag 120 

cacccaggca aagcccccaa actcatgatt tatgagggca gtaaacggcc ctcaggggtt 180 
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tctaatcgct tctctggctc caagtctggc aacacggcct ccctgaccat ctctgggctc 240 
caggctgagg acgaggctga ttattactgc agctcatata caaccagaag cactcgggtg 300 
ttcggcggag ggaccaagct gaccgtccta 330 

<210> 97 

<211> 57 

<212> DM 

<213> Human 

<220> 

<221> CDS 

<222> (1). . . (57) 

<223> reader sequence 

<310> 

<400> 97 

atg gcc tgg acc gtt etc etc etc ggc etc etc tct cac tgc aca ggc 48 
Met Ala Trp Thr Val Leu Leu Leu Gly Leu Leu Ser His Cys Thr Gly 

15 10 15 

tct gtg acc 57 
Ser Val Thr 

<210> 98 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VL1, PCR primer 
<400> 98 

atggcctgga ccgttctcct cctcggcctc ctctctcact gcacaggctc tgtgacctcc 60 
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tatgtgctga ctcagccacc ctcggtgtca gggtctcctg gacagtcgat 110 

<210> 99 
<2U> 62 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VL2, PCR primer 
<400> 99 

tcatgagttt gggggctttg cctgggtgct gttggtacca ggagacatag ttataaccac 60 
caacgtcact gctggttcca gtgcaggaga tggtgatcga ctgtccagga 110 

<210> 100 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VL3, PCR primer 
<400> 100 

cccccaaact catgatttat gagggcagta aacggccctc aggggtttct aatcgcttct 60 
ctggctccaa gtctggcaac acggcctccc tgaccatctc tgggctccag 110 

<210> 101 

<211> 102 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VL4, PCR primer 
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<400> 101 

taggacggtc agcttggtcc ctccgccgaa cacccgagtg cttctggttg tatatgagct 60 
gcagtaataa tcagcctcgt cctcagcctg gagcccagag at 102 



<210> 102 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VLS, PCR primer 
<400> 102 

atcaagcttc caccatggcc tggaccgttc t 31 

<210> 103 
<211> 36 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VLA, PCR primer 
<400> 103 

ctaggatccg ggctgaccta ggacggtcag cttggt 36 



<210> 104 
<211> 387 
<212> DNA 
<213> Mus 
<220> 
<221> CDS 
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<222> (1). . . (387) 

<223> 12E10L, L chain V region 

<310> 

<400> 104 

atg gcc tgg acc gtt etc etc etc ggc etc etc tct cac tgc aca ggc 48 

Met Ala Trp Thr Val Leu Leu Leu Gly Leu Leu Ser His Cys Thr Gly 

15 10 15 

tct gtg aec tec tat gtg ctg act cag cca ccc teg gtg tea ggg tct 96 

Ser Val Thr Ser Tyr Val Leu Thr Gin Pro Pro Ser Val Ser Gly Ser 

20 25 30 

cct gga cag teg ate acc ate tec tgc act gga acc age agt gac gtt 144 

Pro Gly Gin Ser He Thr He Ser Cys Thr Gly Thr Ser Ser Asp Val 

35 40 45 

ggt ggt tat aac tat gtc tec tgg tac caa cag cac cca ggc aaa gcc 192 

Gly Gly Tyr Asn Tyr Val Ser Trp Tyr Gin Gin His Pro Gly Lys Ala 

50 55 60 

ccc aaa etc atg att tat gag ggc agt aaa egg ccc tea ggg gtt tct 240 

Pro Lys Leu Met He Tyr Glu Gly Ser Lys Arg Pro Ser Gly Val Ser 

65 70 75 80 

aat cgc ttc tct ggc tec aag tct ggc aac acg gcc tec ctg acc ate 288 

Asn Arg Phe Ser Gly Ser Lys Ser Gly Asn Thr Ala Ser Leu Thr He 

85 90 95 

tct ggg etc cag get gag gac gag get gat tat tac tgc age tea tat 336 

Ser Gly Leu Gin Ala Glu Asp Glu Ala Asp Tyr Tyr Cys Ser Ser Tyr 

100 105 110 

Aca acc aga age act egg gtg ttc ggc gga ggg acc aag ctg acc gtc 384 

Thr Thr Arg Ser Thr Arg Val Phe Gly Gly Gly Thr Lys Leu Thr Val 

115 120 125 
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eta 387 
Leu 

<210> 105 

<211> 24 

<212> DNA 

<213> Artificial Sequence 

<220> 

<221> CDS 

<222> (1). . . (24) 

<223> FLAG, reader sequence 

<400> 105 

gac tac aag gat gac gac gat aag 24 
Asp Tyr Lys Asp Asp Asp Asp Lys 

<210> 106 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10S, PCR primer 
<400> 106 

tatgaattcc accatgaaac atctgtggtt 30 

<210> 107 
<211> 38 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> DB2, PCR primer 
<400> 107 

taggagctac cgcctccacc tgaggagaca gtgaccat 38 

<210> 108 
<211> 44 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> DB1, PCR primer 
<400> 108 

gtctcctcag gtggaggcgg tagctcctat gtgctgactc agcc 44 

<210> 109 
<211> 59 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10FA, PCR primer 
<400> 109 

attgcggccg cttatcactt atcgtcgtca tccttgtagt ctaggacggt cagcttggt 59 

<210> 110 
<211> 792 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<221> CDS 

<222> (11). . . (778) 

<223> 12E10, Single chain Fv 

<400> 110 

gaattccacc atg aaa cat ctg tgg ttc ttc ctt etc ctg gtg gca get 49 
Met Lys His Leu Trp Phe Phe Leu Leu Leu Val Ala Ala 
1 5 10 

ccc aga tgg gtc ctg tec cag gtg cag ctg cag cag teg ggc cca gga 97 
Pro Arg Trp Val Leu Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Gly 

15 20 25 

ctg gtg aag cct teg gag ace ctg tec etc acc tgc act gtc tot ggt 145 
Leu Val Lys Pro Ser Glu Thr Leu Ser Leu Thr Cys Thr Val Ser Gly 
30 35 40 45 

gac tec ate agt agt tac tac tgg age tgg att egg cag ccc cca ggg 193 
Asp Ser lie Ser Ser Tyr Tyr Trp Ser Trp lie Arg Gin Pro Pro Gly 

50 55 60 

aag gga ctg gag tgg att ggg tat ate tat tac agt ggg age acc aac 241 
Lys Gly Leu Glu Trp He Gly Tyr He Tyr Tyr Ser Gly Ser Thr Asn 

65 70 75 

tac aac ccc tec etc aag agt cga gtc acc ata tea gta gac acg tec 289 
Tyr Asn Pro Ser Leu Lys Ser Arg Val Thr He Ser Val Asp Thr Ser 

80 85 90 

aag age cag ttc tec ctg aag ctg age tct gtg acc gee gca gac acg 337 
Lys Ser Gin Phe Ser Leu Lys Leu Ser Ser Val Thr Ala Ala Asp Thr 

95 100 105 

gee gtg tat tac tgt geg aga ggg egg tac ttc gat gtc tgg ggc cgt 385 
Ala Val Tyr Tyr Cys Ala Arg Gly Arg Tyr Phe Asp Val Trp Gly Arg 
110 115 120 125 
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ggc acc atg gtc act gtc tec tea ggt gga ggc ggt age tec tat gtg 433 
Gly Thr Met Val Thr Val Ser Ser Gly Gly Gly Gly Ser Ser Tyr Val 

130 135 140 

ctg act cag cca ccc teg gtg tea ggg tct cct gga cag teg ate acc 481 
Leu Thr Gin Pro Pro Ser Val Ser Gly Ser Pro Gly Gin Ser He Thr 

145 150 155 

ate tec tgc act gga acc age agt gac gtt ggt ggt tat aac tat gtc 529 
lie Ser Cys Thr Gly Thr Ser Ser Asp Val Gly Gly Tyr Asn Tyr Val 

160 165 170 

tec tgg tac caa cag cac cca ggc aaa gee ccc aaa etc atg att tat 577 
Ser Trp Tyr Gin Gin His Pro Gly Lys Ala Pro Lys Leu Met He Tyr 

175 180 185 

gag ggc agt aaa egg ccc tea ggg gtt tct aat cgc ttc tct ggc tec 625 
Glu Gly Ser Lys Arg Pro Ser Gly Val Ser Asn Arg Phe Ser Gly Ser 
190 195 200 205 

aag tct ggc aac acg gec tec ctg acc ate tct ggg etc cag get gag 673 
Lys Ser Gly Asn Thr Ala Ser Leu Thr He Ser Gly Leu Gin Ala Glu 

210 215 220 

gac gag get gat tat tac tgc age tea tat aca acc aga age act egg 721 
Asp Glu Ala Asp Tyr Tyr Cys Ser Ser Tyr Thr Thr Arg Ser Thr Arg 

225 230 235 

gtg ttc ggc gga ggg acc aag ctg acc gtc eta gac tac aag gat gac 769 
Val Phe Gly Gly Gly Thr Lys Leu Thr Val Leu Asp Tyr Lys Asp Asp 

240 245 250 

gac gat aag tgataagegg cege 792 
Asp Asp Lys 
255 
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<210> 111 
<211> 62 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> sc4. 3, PCR primer 
<400> 111 

ggtggctgag tcagcacata ggacgatccg ccaccacccg aaccaccacc acccgaacca 60 
cc 62 



<210> 112 
<211> 61 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> scl. 3, PCR primer 
<400> 112 

gcaccatggt cactgtctcc tcaggtggtg 
g 



gtggttcggg tggtggtggt tcgggtggtg 60 

61 



<210> 113 
<211> 822 
<212> DNA 

<213> Artificial Sequence 

<220> 

<221> CDS 

<222> (11). . . (807) 

<223> scl2E10, Single chain Fv 
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<400> 113 

gaattccacc atg aaa cat ctg tgg ttc ttc ctt etc ctg gtg gca get 49 
Met Lys His Leu Trp Phe Phe Leu Leu Leu Val Ala Ala 
1 5 10 

ccc aga tgg gtc ctg tec cag gtg cag ctg cag cag teg ggc cca gga 97 
Pro Arg Trp Val Leu Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Gly 

15 20 25 

ctg gtg aag cct teg gag acc ctg tec etc acc tgc act gtc tct ggt 145 
Leu Val Lys Pro Ser Glu Thr Leu Ser Leu Thr Cys Thr Val Ser Gly 
30 35 40 45 

gac tec ate agt agt tac tac tgg age tgg att egg cag ccc cca ggg 193 
Asp Ser He Ser Ser Tyr Tyr Trp Ser Trp He Arg Gin Pro Pro Gly 

50 55 60 

aag gga ctg gag tgg att ggg tat ate tat tac agt ggg age acc aac 241 
Lys Gly Leu Glu Trp He Gly Tyr He Tyr Tyr Ser Gly Ser Thr Asn 

65 70 75 

tac aac ccc tec etc aag agt cga gtc acc ata tea gta gac acg tec 289 
Tyr Asn Pro Ser Leu Lys Ser Arg Val Thr He Ser Val Asp Thr Ser 

80 85 90 

aag age cag ttc tec ctg aag ctg age tct gtg acc gee gca gac acg 337 
Lys Ser Gin Phe Ser Leu Lys Leu Ser Ser Val Thr Ala Ala Asp Thr 

95 100 105 

gee gtg tat tac tgt gcg aga ggg egg tac ttc gat gtc tgg ggc cgt 385 
Ala Val Tyr Tyr Cys Ala Arg Gly Arg Tyr Phe Asp Val Trp Gly Arg 
HO 115 120 125 

ggc acc atg gtc act gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt 433 
Gly Thr Met Val Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly 
130 135 140 
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ggt teg ggt ggt ggc gga teg tec tat gtg ctg act cag oca ccc teg 481 
Gly Ser Gly Gly Gly Gly Ser Ser Tyr Val Leu Thr Gin Pro Pro Ser 

145 150 155 

gtg tea ggg tct cct gga cag teg ate ace ate tec tgc act gga acc 529 
Val Ser Gly Ser Pro Gly Gin Ser He Thr He Ser Cys Thr Gly Thr 

160 165 170 

age agt gac gtt ggt ggt tat aac tat gtc tec tgg tac caa cag cac 577 
Ser Ser Asp Val Gly Gly Tyr Asn Tyr Val Ser Trp Tyr Gin Gin His 

175 180 185 

cca ggc aaa gee ccc aaa etc atg att tat gag ggc agt aaa egg ccc 625 
Pro Gly Lys Ala Pro Lys Leu Met He Tyr Glu Gly Ser Lys Arg Pro 
190 195 200 205 

tea ggg gtt tct aat cgc ttc tct ggc tec aag tct ggc aac acg gee 673 
Ser Gly Val Ser Asn Arg Phe Ser Gly Ser Lys Ser Gly Asn Thr Ala 

210 215 220 

tec ctg acc ate tct ggg etc cag get gag gac gag get gat tat tac 721 
Ser Leu Thr He Ser Gly Leu Gin Ala Glu Asp Glu Ala Asp Tyr Tyr 

225 230 235 

tgc age tea tat aca acc aga age act egg gtg ttc ggc gga ggg acc 769 
Cys Ser Ser Tyr Thr Thr Arg Ser Thr Arg Val Phe Gly Gly Gly Thr 

240 245 250 

aag ctg acc gtc eta gac tac aag gat gac gac gat aag tgataagegg 818 
Lys Leu Thr Val Leu Asp Tyr Lys Asp Asp Asp Asp Lys 

255 260 265 

cege 822 
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